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(57) Abstract: A method of identifying a compound that modulates the protein kinase activity of a protein kinase having a hydropho- 
bic pocket in the position equivalent to the hydrophobic pocket of Protein Kinase A (PKA) that is defined by residues including Lys76, 
Leull6, Val80 and/or Lysl 1 1 of full-length mouse PKA, wherein the ability of the compound to inhibit, promote or mimic the in- 
teraction of the said hydrophobic pocket-containing protein kinase with an interacting polypeptide is measured and a compound 
that inhibits, promotes or mimics the said interaction is selected, wherein the interacting polypeptide interacts with the hydrophobic 
pocket of the protein kinase and/or comprises the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyn The protein kinase may be PDK1, 
PKB, SKG or p70 S6 kinase. A method of identifying a compound that modulates the protein kinase activity of a protein kinase 
having a hydrophobic pocket as defined above, for example PDKl, comprising 
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the steps of (1) determining the effect of a test compound on the protein kinase activity of the said protein kinase, and/or a mutant 
thereof, and (2) selecting a compound capable of modulating the protein kinase activity of the said protein kinase to different extents 
towards (i) a substrate that binds to the said hydrophobic pocket of the said protein kinase (hydrophobic pocket-dependent substrate) 
and (ii) a substrate (such as FKB) that does not bind, or binds to a lesser extent than the first said substrate (hydrophobic pocket- 
independent substrate), to the said hydrophobic pocket of the said protein kinase. 
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PROTEIN KINASE REGULATION 

The present invention relates to regulation of protein kinases. 

5 Stimulation of cells with insulin and growth factors generates the second 
messengers Ptdlns (3, 4, 5,) P3 and Ptdlns (3, 4) P 2 (Leevers et al (1999) 
Curr Opin Biol 11, 219-225) which induce the activation of certain 
members of the AGC subfamily of protein kinases that include protein 
kinase B (PKB) (Shepherd et al (1998) Biochem J 333: 471-479; Alessi & 

10 Downes (1998) Biochem Biophys Acta 1436, 151-164), p70 S6 kinase 
(S6K) (Proud C G (1995) Trends in Biochem Sci 21, 181-185; Pullen & 
Thomas (1998) FEBS LETT 410, 78-82), serum and glucocorticoid- 
induced kinase (SGK) (Kobayashi & Cohen (1999) Biochem J 339, 319- 
328; Park et al (1999) EMBO J 18, 3024-3033) and protein kinase C 

15 (PKC) isoforms (MeUor & Parker (1998) Biochem /, 332, 281-292). 
These kinases can then mediate many of the effects of insulin and growth 
factors by phosphorylating key regulatory proteins (reviewed in Shepherd 
et al (1998) Biochem 7333, 471-479; Alessi & Downes (1998) Biochem 
Biophys Acta 1436, 151-164 and Alessi & Cohen (1998) Curr Opin Genet 

20 Dev 8, 55-62). 

The interaction of Ptdlns (3, 4, 5) P 3 with the PH domain of PKB causes 
PKB to translocate to the plasma membrane where it is activated by 
phosphorylation of two residues, namely Thr308 and Ser473. Both of 
25 these residues need to be phosphorylated for maximal activation and their 
phosphorylation in vivo is prevented by inhibitors of phosphatidylinositol 
(PI) 3-kinase (Shepherd et al (1998); Alessi & Downes (1998)). Thr308 
lies in the activation loop of the kinase domain while Ser473 is located C- 
terminal to the catalytic domain, in a region that displays high homology 
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between different AGC family members. Importantly, p70 S6K (Pearson 
et al (1995) EMBO J 14, 5278-5287), PKC isoforms (Mellor & Parker 
(1998)) and SGK (Kobayashi & Cohen (1999); Park et al (1999)) also 
possess residues lying in sequences equivalent to Thr308 and Ser473 of 
5 PKB, whose phosphorylation is necessary for activation of these kinases in 
vivo. Ser473 of PKB and the equivalent residues of p70 S6 kinase, PKC 
and SGK lie in a hydrophobic motif : Phe-Xaa-Xaa-Phe- Ser/Thr -Phe/Tyr 
distinct from the sequences surrounding Thr308. 

10 The protein kinase termed 3-phosphoinositide-dependent protein kinase- 1 
(PDK1) plays a central role in activating AGC subfamily members 
(reviewed in Belham et al (1999) Current Biol 9, R93-R96; Peterson & 
Schreiber (1999) Current Biol 9, R521-524]). PDK1 phosphorylates PKB 
at Thr308 (Alessi et al (1997) CurrBiol 7, 261-269; Alessi et al (1997) 

15 CurrBiol 7, 776-789; Stokoe et al (1997) Science 277, 567-570; 
Stephens et al (1998) Science 279, 710-714) and the equivalent residues on 
PKC isoforms (LeGood et al (1998) Science, 281, 2042-2045; Chou et al 
(1998) CurrBiol 8, 1069-1077; Dutil et al (1998) Curr Biol 8, 1366- 
1375), p70 S6 kinase (Alessi et al (1998) Curr Biol 8, 69-81 ; Pullen et al 

20 (1998) Science, 279, 707-710) and SGK (Kobayashi & Cohen (1999); 
Park et al (1999)). Cyclic AMP-dependent protein kinase (PKA) is also 
phosphorylated by PDK1 at the equivalent residue (Thrl97) and this is 
required for PKA activity (Chen et al (1998) Proc Natl Acad Sci, USA 95, 
9849-9854). However, unlike the other members of the AGC subfamily 

25 of protein kinases discussed above, PKA does not possess a residue 
equivalent to Ser473 of PKB. Instead, its amino acid sequence terminates 
with the sequence Phe-Xaa-Xaa-PheCOOH corresponding to the first part 
of the hydrophobic motif Phe-Xaa-Xaa-Phe-Ser/Thr-Phe/Tyr that 
surrounds Ser473 (the "PDK2" phosphorylation motif). Nevertheless, this 
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C-terminal region of PKA plays an important role as its mutation or 
deletion greatly diminishes activity (Etchebehere et al (1997) Eur J 
Biochem, 248, 820-826). 

5 Recently, we discovered that the kinase domain of PDK1 interacts with a 
region of Protein kinase C-Related Kinase-2 (PRK2) termed the PDK1 
Infracting Fragment (PIF). This converts PDK1 from a form that 
phosphorylates PKB at Thr308 to a form that phosphorylates PKB at both 
Thr308 and Ser473 (Balendran et al (1999) Current Biology 9, 393-404). 

10 PIF contains a hydrophobic sequence motif (Phe-Xaa-Xaa-Phe-Asp-Tyr) 
similar to that found in PKB, except that the residue equivalent to Ser473 
is an Asp. Mutation of any of the conserved aromatic residues in this 
motif or mutation of the Asp residue to either Ala or Ser greatly weakens 
the interaction of PIF with PDK1, indicating that PIF-binds to PDK1 via 

15 these residues (Balendran et al (1999). 

p70 S6 kinase (p70 S6K or S6K) is activated by insulin and growth factors 
and mediates the phosphorylation of the 40S ribosomal protein S6 (Proud 
(1995). Trends in Bioch. Sci 21, 181-185). This enables efficient 
20 translation of mRNA molecules containing a polypyrimidine tract at their 
5' transcriptional start sites (Lane et al (1993) Nature 363,170-172). p70 
S6K also phosphorylates unknown proteins to permit progression through 
the Gl phase of the cell cycle (Jefferies et al (1997) EMBO J. 16, 3693- 
3704). 

25 

p70 S6K is activated by insulin and growth factors, through a PI3-kinase 
dependent pathway, and becomes phospborylated on at least 7 Ser/Thr 
residues in response to these agonists. The phosphorylation of two of 
these residues namely Thi252 and Thr412 on the longer splice variant of 
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the a-isoform (Thr229 and Thr389 on the shorter splice variant) appear to 
make the most important contribution to the activation of p70 S6K 
(Pearson et al (1995) EMBO 7. 14, 5278-5287; Pullen & Thomas (1998) 
FEBS LETTA10, 78-82; Weng et al (1998) /. Biol Chem.273, 16621- 
5 16629). Phosphorylation of Thr252 alone or mutation of Thr412 to 
glutamic acid to mimic phosphorylation of this residue, results in a small 
activation of p70 S6K. In contrast, phosphorylation of both residues or 
phosphorylation of Thr252 in the T412E mutant of p70 S6K results in 
large activation of expressed p70 S6K, showing that phosphorylation of 
10 Thr252 and Thr412 leads to a synergistic activation p70 S6K (Weng et al 
(1998) J. Biol Chem.273, 16621-16629; Alessi et al (1998) Curr. Biol 8, 
69-81). 

The residues surrounding Thr252 and Thr412 of p70 S6K are highly 
15 conserved in all AGC family members and phosphorylation of the residues 
equivalent to Thr252 and Thr412 of p70 S6K is necessary for activation 
and/or stability of these kinases in vivo (Beiham et al (1999) Current Biol 
9, R93-R96), as discussed above. Thr412 is located C-terminal to the 
catalytic domain, and the residues swrounding Thr412 lie in a Phe-Xaa- 
20 Xaa-Phe- Ser/Thr -Phe/Tyr consensus motif. 

As discussed above, 3-phosphoinositide dependent protein kinase-1 
(PDK1) can phosphorylate p70 S6K at Thr252 in vitro and in transfection 
experiments. Phosphorylation of p70 S6K by PDK1 in vitro is 
25 independent of the presence of Ptdlns(3,4,5) P 3 , and activation is 
increased greatly if the non catalytic carboxy terminal tail of p70 S6K is 
deleted and if Thr412 is mutated to an acidic residue 
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Recently, we made the surprising observation that PDK1 can be converted 
from a form that phosphorylates Thr308 of PKB alone (the residue 
equivalent to Thr252 in p70 S6K) to a form that phosphorylates both 
Thr308 and Ser 473 (the residue equivalent to Thr412 in p70 S6K) 
5 through interaction with a region of Protein Kinase C-Related Kinase- 
2(PRK2), termed the PDK1 Interacting Fragment (PIF) (Balendran et al 
(1999) CurrBiol 9(8), 393-404; GB 9906245.7, filed 19 March 1999). 

We identify and characterise a hydrophobic pocket at a position equivalent 
10 to a hydrophobic pocket on the small lobe of protein kinase A (PKA) on 
the small lobe of the kinase domain of protein kinases other than PKA, for 
example PDK1, and identify polypeptides that interact with the 
hydrophobic pocket. We identify the effect of such polypeptides on die 
protein kinase activity and stability of such protein kinases. We identify 
15 assays and protein kinase substrates that can be used to identify drugs that 
activate or inhibit the activity of a protein kinase by interacting with the 
hydrophobic pocket. 

A first aspect of the invention provides a method of identifying a 
20 compound that modulates the protein kinase activity of a protein kinase 
having a hydrophobic pocket, in the position equivalent to the hydrophobic 
pocket of mouse Protein Kinase A (PKA) that is defined by residues 
including Lys76, Leull6, Val80 and/or Lyslll of full-length mouse 
PKA, wherein the ability of the compound to inhibit, promote or mimic 
25 the interaction of the said hydrophobic pocket- containing protein kinase 
with an interacting polypeptide is measured and a compound that inhibits, 
promotes or mimics the said interaction is selected, wherein the interacting 
polypeptide interacts with the hydrophobic pocket of the protein kinase 
and/or comprises the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr. 
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The residue immediately C-terminal of the Phe/Tyr-Xaa-Xaa-Phe/Tyr 
sequence may be any residue. Preferably, the interacting polypeptide 
comprises the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr-Zaa- 
5 Phe/Tyr, wherein Zaa represents a negatively charged amino acid residue. 
Also preferably, the interacting polypeptide may have the C-terminal 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr-COOH, preferably Phe-Xaa-Xaa- 
Phe-COOH, or Phe/Tyr-Xaa-Xaa-Phe/Tyr-(X) n - COOH, preferably Phe- 
Xaa-Xaa-Phe-(X) n -COOH, wherein n is between 1 and 20, 15, 10, 5, 4, 3 

10 or 2, preferably between 1 and 4„ most preferably 4. Each amino acid X 
is any amino acid residue, preferably glycine. Thus, it is preferred that 
the interacting polypeptide has the C-terminal sequence Phe-Xaa-Xaa-Phe- 
(Gly) 4 -COOH. The interacting polypeptide preferably does not have the 
amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr-Ser/Thr-Phe/Tyr. When 

15 the interacting polypeptide, for example comprising the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr is not part of the same polypeptide 
chain as the protein kinase, it is preferred that the interacting polypeptide 
has fewer than about 400, 380, 350 r 300, 250, 200, 150, 100, 80, 50, 40 
or 30 amino acids. When the hydrophobic pocket-containing polypeptide 

20 is PDK1, it is preferred that ihe interacting polypeptide is not full length 
PKB or SGK (phosphorylated or unphosphorylated forms) or other known 
naturally occurring substrate of PDK1 , for example PKCC;. 

The negatively charged amino acid residue Zaa may be, for example, an 
25 aspartate, glutamate, phosphorylated serine (phosphoserine), 
phosphorylated threonine (phosphothreonine) or phosphorylated tyrosine 
(phosphotyrosine) residue, or a negatively charged non-naturally occuring 
residue. It is preferred that Zaa is an aspartate, glutamate, phosphoserine 
or phosphothreonine residue, still more preferably an aspartate or 
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glutamate residue. It is preferred that the first residue in the sequence 
corresponding to any of the above consensus sequences is a phenylalanine 
residue. Phenylalanine is found in this position in naturally occuring 
polypeptides in which a said consensus sequence has been identified. It 
5 may also be preferred that the fourth residue in the sequence 
corresponding to any of the above consensus sequences is a phenylalanine 
residue. Phenylalanine and tyrosine are both (separately) found in this 
position in naturally occuriog polypeptides in which a said consensus 
sequence has been identified. 

10 

Preferred interacting polypeptides in which the residue immediately C- 
terminal of the Phe/Tyr-Xaa-Xaa-Phe/Tyr amino acid sequence is not a 
negatively charged amino acid residue may comprise the amino acid 
sequence FEGFA or FAGFS. 

15 

The hydrophobic pocket-containing protein kinase may be the protein 
kinase termed 3-phosphoinositide-dependent protein kinase 1 (PDK1). 
Alternatively, it may be Serum and Glucocorticoid stimulated protein 
kinase (SGK), Protein Kinase B (PKB), Protein Kinase A (PKA), p70 S6 

20 kinase, p90 RSK, PKC isoforms (for example PKCct, PKC5, PKCQ, 
PRK1, PRK2, MSK1 or MSK2. Hydrophobic pocket-containing protein 
kinases and their EMBL database accession numbers are listed in Table I 
and shown in Figures 15 and 16, All AGC family protein kinases may be 
hydrophobic pocket-containmg protein kinases, as defined above. In 

25 addition to the protein kinases shown in Figures 15 and 16, rhodopsin and 
G-protein coupled receptor protein kinases, for example, also have a 
hydrophobic pocket as defined above and the residue equivalent to Lys76 
of mouse PKA is a lysine residue. 
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The term PDK1 as used herein includes a polypeptide (a PDK1 
polypeptide) comprising the amino acid sequence identified as PDK1 in 
Alessi D.R et al (1997) Curr. Biol. 7: 261-269, Alessi D.R et al (1997) 
Curr. Biol. 7: 776-789, Stokoe D et al (1997) Science 277: 567-570 or 
5 Stephens L et al (1998) Science 279: 710-714, or a variant, fragment, 
fusion or derivative thereof, or a fusion of a said variant or fragment or 
derivative, for example as described in W098/41638, incorporated herein 
by reference. It is preferred that the said PDK1 polypeptide is a protein 
kinase. It is preferred that the said PDK1 polypeptide is a protein kinase 

10 that is capable of phosphorylating a threonine residue that lies in a Thr- 
Phe-Cys-Gly-Thr-Xaa-Glu-Leu consensus motif (where the underlined Thr 
corresponds to the threonine that is phosphorylated by PDK1 and Xaa is a 
variable residue), and preferably that is capable of phosphorylating PKB, 
for example PKBcc, at residue Thr308. The rate at which the said PDK1 

15 polypeptide is capable of phosphorylatiug a threonine residue as described 
above may be increased in the presence of PtdIns(3,4,5)P 3 or 
PtdIns(3,4)P 2 but it will be appreciated mat this is not essential. The said 
polypeptide may be capable of phosphorylating the equivalent residues to 
Thr308 of PKBa on PKC isoforms (LeGood et al (1998) Science 281: 

20 2042-2045; et al (1998) Curr. Biol. 8: 1069-1077; Dudl et al (1998) Curr. 
Biol. 8:1366-1375), p70 S6 kinase (Alessi et al (1998) Curr. Biol. 8: 69- 
81; Pullen et al (1998) Science 279, 707-710), SGK (sequence given in 
Webster et al (1993) Mol. Cell. Biol. 13, 1031-2040; equivalent residues 
identified in US application no 112217 lited on 14 December 1998; GB 

25 9919676.8, filed on 19 August 1999, and Kobayashi & Cohen (1999)) and 
PKA (Cheng et al (1998) Proc. Natl. Acad. Sci. USA 95: 9849-9854). It 
may further be preferred that the substrate specificity and/or other 
characteristics of the said PDK1 polypeptide in vitro may be substantially 
as reported in Alessi D.R et al (1997) Curr. Biol. 7: 261-269, Alessi D.R 
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et al (1997) Curr. Biol. 7: 776-789, Stokoe D et al (1997) Science 277: 
567-570 or Stephens L et al (1998) Science 279: 710-714. 

The terms SGK, PKB, PKA, p70 S6 kinase, p90 RSK, PKCa, PKC5, 
5 PKC£ or PRK2, for example, as used herein include a polypeptide (a 
SGK, PKB, PKA, p70S6 kinase, p90 RSK, PKCa, PKC5, PKC£ or 
PRK2 polypeptide) comprising the ami.no acid sequence identified as a 
SGK, PKB, PKA, p70 S6 kinase, p90 RSK, PKCa, PKC8, PKC£ or 
PRK2, respectively, in the relevant EMBL database records indicated in 
10 Table I. 



Table I 



Activation or T- 

Loop 



AGC 

Hydrophobic 
Motif 

FxxFSY • 

YTF 
FPQFSY 



Accession 
number 



consensus: 



TFCGTxxYxAPD 
L S 
TFCGTPEYLAPE 



(Y15056) 



PKBa 
PKBB 
PKBy 
SGK1 
SGK2 
SGK3 
PKCa 
PKCpi 

PKcpn 

PKCy 
PKC8 
PCKC 
PKCi 
PRK1 
PRK2 



TFCGTPEYLAPE 
TFCGTPEYLAPE 
TFCGTPEYLAPE 
TFCGTPEYLAPE 
TFCGTPEYLAPE 
TFCGTPDYIAPS 
TFCGTPDYIAPE 
TFCGTPDYIAPS 
TFCGTPDYIAPE 
TFCGTPDYIAPE 
TFCGTPNYIAPE 
TFCGTPNYIAPE 
TFCGTPEFLAFE 
TFCGTPEFLAPE 
TFCGTIEYMAPE 
TFCGTIEYMAPE 
SFCGTVEYMAPE 
SFCGTVEYI4APE 
SFCGTIEYMAPE 



FPQFSY 
FPQFSY 
FLGFSY 
FLGFSY 
FLGFSY 
FEGFSY 
FAGFSY 
FEGFSF 
FGGFTY 
FAGFSF 
FEGFEY 
FEGFSY 
FLDFDF 
FRDFDY 
FLGFTY 
l/LGFTY 
FRGFSF 
FRDFSF 
FRGFSF 



(P31751) 
(AF135794) 



(AAD41091) 



(AF169034) 

(AF169035) 

(4506067) 

(4506069) 

(P05127) 

(P05129) 

(5453970) 

(4506079) 

(4506071) 



(AAC50209) 
(AAC50208) 
(AAA36410) 



p70-S6Ka 
p70-S6Kp 
p90-RSKl 
p90-RSK2 
p90-RSK3 



(4506739) 

G38556) 

(P51812) 



(CAA59427) 
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MSK1 SFCGTIEYMAPD FQGYSF (AAC31171) 

MSK2 SFCGTIEYMAPE FQGYSF (AAC67395) 

PKA TLCGTPEYLAPE FSEF (1) (P22612) 

PDK1 SFVGTAQYVSPE (2) (AF017995) 

Table II. Alignment of the amino add sequences surrounding the T- 
loop and the hydrophobic motif of AGC kinases. All the sequences and 
5 accession numbers are from human proteins. The underlined residues 
correspond to those that become phosphorylated. Footnotes: (1) the PKA 
protein terminates at this position (2) PDK1 does not possess a 
hydrophobic motif . 

10 It is particularly preferred, although not essential, that the variant or 
fragment or derivative or fusion of the PDK1, or the fusion of the variant 
or fragment or derivative has at le&st 30% of the enzyme activity of full- 
length human PDK1 with respect to lie phosphorylation of full-length 
human PKBa or SGK1 on residue Thr308 in either the presence or 

15 absence of PtdIns(3,4,5)P 3 or PtdIns(3,4)P 2 . It is more preferred if the 
variant or fragment or derivative or fusion of the said protein kinase, or 
the fusion of the variant or fragment or derivative has at least 50%, 
preferably at least 70% and more preferably at least 90% of the enzyme 
activity of PDK1 with respect to the phosphorylation of PKBa or SGK1. 

20 However, it will be appreciated that variants or fusions or derivatives or 
fragments which are devoid of enzymatic activity may nevertheless be 
useful, for example by interacting with another polypeptide. Thus, 
variants or fusions or derivatives or fragments which are devoid of 
enzymatic activity may be useful in a binding assay, which may be used, 

25 for example, in a method of the invention in which modulation of an 
interaction of PDK1 (as defined above) with a interacting polypeptide, for 
example an interacting polypeptide comprising the amino acid sequence 
motif Phe/Tyr-Xaa-Xaa-Phe/Tyr ? for example Phe/Tyr-Xaa-Xaa-Phe/Tyr- 
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Zaa-Phe/Tyr, for example Phe/Tyr-Xaa-Xaa-Phe/Tyr-Asp/Glu-Phe/Tyr or 
Phe/Tyr-Xaa-Xaa-Phe/Tyr-PhosphoSer/PhosphoThr-Phe/Tyr is measured. 

It is preferred that the variant or fragment or derivative or fusion of the 
5 said hydrophobic pocket-containing protein kinase, or the fusion of the 
variant or fragment or derivative comprises a hydrophobic pocket in the 
position equivalent to the hydrophobic pocket of (mouse) PKA that is 
defined by residues including Lys76, Leull6, Val80 and/or Lyslll of 
full-length mouse PKA, as discussed further below. 

10 

Equivalent preferences apply to a variant or fragment or derivative or 
fusion of the SGK, PKB, PKA, p70 S6 kinase, p90 RSK, PKCct, PKC8, 
PKC£ or PRK2 (for example), or the fusion of the variant or fragment or 
derivative, with the substitution in relation to SGK, PKB and p70S6 kinase 
15 of the peptide substrate Crosstide (GRPRTSSFAEG), or for PKB and 
SGK of the peptide substrate RPRAATF; the subsitution in relation to 
PKA of the peptide substrate Kemptide (LRRASLG); the substitution in 
relation to PKC isoforms and PRK1/2 of histone HI; and the substitution 
in relation to MSK1/2 or p90-RSKl/2/3 of CREBtide (EILSRRPSYRK). 

20 

By "variants" of a polypeptide we include insertions, deletions and 
substitutions, either conservative or non-conservative. In particular we 
include variants of the polypeptide where such changes do not 
substantially alter the activity of the said polypeptide, for example the 
25 protein kinase activity of PDK1 , as described above. 

By "conservative substitutions" is intended combinations such as Gly, 
Ala; Val, lie, Leu; Asp, Ghi; Asn, Gin; Ser, Thr; Lys, Arg; and Phe, 
Tyr. 
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It is particularly preferred if the PDK1 (or SGK, PKB, PKA or p70 S6 
kinase or other hydrophobic pocket-containing kinase as defined above) 
variant has an amino acid sequence which has at least 65 % identity with 
5 the amino acid sequence of PDK1 referred to above (or the sequence for 
SGK (including SGK1, 2 and 3), PKB, PKA or p70 S6 kinase, for 
example, as appropriate, referred to above), more preferably at least 70%, 
71%, 72%, 73% or 74%, still more preferably at least 75%, yet still more 
preferably at least 80%, in further preference at least 85%, in still further 
10 preference at least 90% and most preferably at least 95% or 97% identity 
with the amino acid sequence defined above. 

It is still further preferred if the PDK1 (or SGK, PKB, PKA or p70 S6 
kinase or other hydrophobic pocket-containing kinase, as defined above) 

15 variant has an amino acid sequence wMch has at least 65% identity with 
the amino acid sequence of the catalytic domain, particularly the residues 
forming the hydrophobic pocket, of PDK1 (or, for example, SGK, PKB, 
PKA or p70 S6 kinase) in the appropriate sequence referred to above, 
more preferably at least 70%, 71%, 72%, 73% or 74%, still more 

20 preferably at least 75%, yet soil more preferably at least 80%, in further 
preference at least 83 or 85%, in still further preference at least 90% and 
most preferably at least 95% or 97 % identity with the amino acid 
sequence defined above. It will be appreciated that the catalytic domain of 
a protein kinase-related polypeptide may be readily identified by a person 

25 skilled in the art, for example using sequence comparisons as described 
below. 

The percent sequence identity between two polypeptides may be 
determined using suitable computer programs, for example the GAP 
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program of the University of Wisconsin Genetic Computing Group and it 
will be appreciated that percent identity is calculated in relation to 
polypeptides whose sequence has been aligned optimally. 

5 The alignment may alternatively be carried out using the Clustal W 
program (Thompson et al (1994) Nucl Acid Res 22, 4673-4680). The 
parameters used may be as follows: 

Fast pairwise alignment parameters: K-luple(word) size; 1 , window size; 
5, gap penalty; 3, number of top diagonals; 5. Scoring method: x percent. 
10 Multiple alignment parameters: gap open penalty; 10, gap extension 
penalty; 0.05. 
Scoring matrix: BLOSUM. 

It is preferred that the PDK1 (or, for example, SGK, PKB, PKA or p70 
15 S6 kinase) is a polypeptide which coitsif ts of the amino acid sequence of 
the protein kinase PDK1 (or, for example, SGK, PKB, PKA or p70 S6 
kinase as the case may be) sequence referred to above or naturally 
occurring allelic variants thereof. It is preferred that the naturally 
occuring allelic variants are mamma tian, preferably human, but may 
20 alternatively be homologies from parasitic or pathogenic or potentially 
pathogenic organisms. Examples of such organisms and homologies, and 
of uses of modulators of such homologiies are given in US patent 
application No 60/112,114, filed on 14 December 1998, and applications 
claiming priority therefrom, or in Casarnayor et al (1999) Curr Biol 9, 
25 186-197. 

The PDK1 may also be a polypeptide with the amino acid sequence of 
residues 51 to 404 of full-length human PDK1; this may comprise the 
protein kinase domain of PDK1, as described in Example 2. The PDK1 
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(or SGK, PKB, PKA or p70 S6 kinase) may also be Myc epitope-tagged 
or His-tagged, as described in Example 1. The p70 S6 kinase, for 
example, may have a His tag at its N-terminus and/or may lack the 
carboxy terminal 104 residues (p70 S6K-T2; see Example 1). The PDK1 
5 or SGK may be a Saccharomyces cerevisiae homologue, for example Pkhl 
or Pkh2 (PDK1 homologies) or Ypkl or Yrk2 (SGK homologues), as 
described in Casamayor et al (1999) Curr Biol 9, 186-197. 

It is preferred that the PDK1 (or, for example, SGK, PKB, PKA or p70 
10 S6 kinase) is a polypeptide that is capable of interacting with a polypeptide 
comprising the amino acid sequence motif Phe/Tyr-Xaa-Xaa-Phe/Tyr, 
preferably Phe-Xaa-Xaa-Phe/Tyr, more preferably Phe-Xaa-Xaa-Phe, still 
more preferably Phe/Tyr-Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr or Phe/Tyr-Xaa- 
Xaa-Phe/Tyr-COOH, for example the polypeptide PIF or PIFtide, as 
15 defined below. Further preferences for the said polypeptide are as given 
above in relation to the interacting polypeptide. 

The capability of the said PDK1 (or, for example, SGK, PKB, PKA or 
p70 S6 kinase) polypeptide with regard to interacting with or binding to a 

20 polypeptide, for example a polypeptide comprising the amino acid 
sequence motif Phe/Tyr-Xaa-Xaa-Phe/Tyr, for example Phe/Tyr-Xaa- 
Xaa-Phe/Tyr-Zaa-Phe/Tyr or Phe/Tyr-Xaa-Xaa-Phe/Tyr-COOH, may be 
measured by any method of detecting/measuring a protein/protein 
interaction, as discussed further below. Suitable methods include methods 

25 analagous to those discussed above and described in Example 1 or 
Example 2, for example yeast two-hybrid interactions, co-purification, 
ELISA, co-immunoprecipitation and surface plasmon resonance methods. 
Thus, the said PDK1 (or SGK, PKB, PKA or p70 S6 kinase) may be 
considered capable of binding to or interacting with a polypeptide, for 
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example a polypeptide comprising ike ammo acid sequence motif Phe/Tyr- 
Xaa-Xaa-Phe/Tyr, for example Phe/T>T-Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr, 
Phe/Tyr-Xaa-Xaa-Phe/Tyr-Asp/Glu-Phe/Tyr or Phe/Tyr>Xaa-Xaa- 
Phe/Tyr-PhosphoSer/PhosphoThr-Phe/Tyr if an interaction may be 
5 detected between the said PDK1 polypeptide and the said interacting 
polypeptide by ELISA, co-imrnunoprecipitation or surface plasmon 
resonance methods or by a yeast two-hybrid interaction or copurification 
method, for example as described in Example 1 or Example 2. 

10 It is preferred that the interaction can be detected using a surface plasmon 
resonance method, as described in Example 1 or 2 and in Balendran et al 
(1999), supra and GB9906245.7, supra. The interacting polypeptide may 
be immobilised on the test surface, far example it can be coupled through 
amino groups to a SensorChip CM5 sa tf according to the manufacturer's 

15 instructions, or a biotinylated polypeptide can be bound to an avidin 
coated SensorChip SA. The protein kinase (at concentrations between, for 
example 0 and between X0 ( uM and I.O^iM, for example 2jjM) is then 
injected over the surface and steady state binding detennined in each case. 
From these measurements a K,, can be detennined . It is preferred that the 

20 interaction has a of less tha:o 8jiM s more preferably less than 5yM, 
2nM, IjiM, 500nM, 30GnM, 200nM or lOOnM, for example about 
150nM. The of the interaction determined between GST-PDK1 and PIF 
may be about 150nM. Alternatively, a can be determined for a 
polypeptide in competition with the immobilised polypeptide. The protein 

25 kinase (for example at a concentration of O.SpM) is mixed with free 
polypeptide (for example, at concentrations between 0 and 3|xM) and the 
mixture injected over the immobilised polypeptides. The steady state 
binding is determined in each case, from which the Kd of the interaction 
can be determined using the Cheng-Prescott relationship. Alternatively, 
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the interaction may be expressed in :eims of an observed response or 
relative observed responses, measured in terms of mass of protein bound 
to the surface, as described in Example 2. For example, the polypeptide 
may be immobilised by amino coupling to a SensorChip CMS and each 
5 protein kinase (for example different mutated protein kinases, as discussed 
below) for example at a concentration of l.OpM, injected over the 
immobilised polypeptide. Alternatively, the polypeptide may be 
immobilised on a SA SensorChip and each protein kinase, for example at 
a concentration of 40nM injected over the immobilised polypeptide. The 

10 steady state response for each protein kinase is determined, for example 
expressed in Response Units (RU). 100QRU corresponds to 1 ng/mm 2 of 
protein bound to the surface. A response of less than 10RU may indicate 
that no interaction has taken place. A response of at least 10RU may 
indicate that the immobilised and injected molecules interact with each 

15 other. 

It will be appreciated that the above methods may be used to determine 
whether a particular polypeptide is m interacting polypeptide in respect of 
a protein kinase having a hydrophobic pocket in the position equivalent to 
20 the hydrophobic pocket of mouse Protein Kinase A (PKA) that is defined 
by residues including Lys76, Leull6, ValSO and/or Lyslll of full-length 
mouse PKA, for example a naturally occur ing said hydrophobic pocket- 
containing protein kinase. 

25 By "protein kinase having a hydrophobic pocket in the position equivalent 
to the hydrophobic pocket of mouse Protein Kinase A (PKA) that is 
defined by residues including Lys76, Leu 116, Val80 and/or Lyslll of 
full-length mouse PKA" is meant a polypeptide having an amino acid 
sequence identifiable as that of a protein kinase catalytic domain, and 
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further having a predicted or determined three-dimensional structure that 
includes a hydrophobic pocket coixesponding to the region indicated in 
Knighton et al (1991) Science 253, 407-414 for PKA as interacting with 
C-terminal amino acids of foil-length PKA, for example Phe348 and/or 
5 Phe351, as discussed in Example 2. The hydrophobic pocket in PKA is in 
the small lobe of the catalytic domain and does not overlap with the ATP 
or peptide substrate binding sites on PKA. 

Residues Lys76, Val80, Lyslll and/or Leull6 in a hydrophobic pocket 

10 of PKA may interact with residues Phe347 and Phe350 at the C-terminus 
of foil length mouse PKA (Uhler et al (1996) PNAS USA 83, 1300-1304). 
It is preferred that the protein kinase has identical or conserved residues 
that are equivalent to Lys76, Vai80 Lyslll and/or Leull6 of mouse 
PKA, more preferably at least Lys76 and Leull6 of mouse PKA, most 

15 preferably an identical residue equivalent to Lys76. Thus, for example, 
the protein kinase may have a Lys residue at the position equivalent to 
Lys76 of PKA and/or a Leu residue at the position equivalent to Leu 116 
of PKA. LysllS and LeulS5 of PDKi, for example, are equivalent to 
Lys76 and Leull6, respectively., of PICA. It is preferred that the protein 

20 kinase does not have an Ala at che position equivalent to Lys76 and/or a 
Ser, Asp or Glu at the position equivalent to Leull6 of PKA. The protein 
kinase may have a Val residue at the position equivalent to Leull6 of 
PKA, as in PRK1 and 2 (see Figures i5 and 16), or an He residue. The 
protein kinase may have a nor>consened residue at the position equivalent 

25 to Lyslll, for example a glutamine residue and/or at the position 
equivalent to Val80. 

Figures 15 and 16 shows an alignment of examples of protein kinases 
having a hydrophobic pocket at tie position equivalent to the said 
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hydrophobic pocket of PKA. The .residues equivalent to Lys76, Val80, 
Lyslll and Leull6 of full length mouse PKA are indicated. A Lys 
residue is present at the position equivalent to Lys76 of mouse PKA in all 
of the aligned sequences. 

5 

An amino acid sequence may be identifiable as that of a protein kinase 
catalytic domain by reference to sequence identity or similarities of three 
dimensional structure with known protein kinase domains, as known to 
those skilled in the art. 

10 

Protein kinases show a conserved catalytic core, as reviewed in Johnson et 
al (1996) Cell 85, 149-158 and Taylor & Radzio-Andzelm (1994) 
Structure 2, 345-355. This core fold:; into a small N-terminal lobe largely 
comprising anti-p;iraliel p-sheet, and a large C-terminal lobe which is 
15 mostly a-helical. A deep cleft at the interface between these lobes is the 
site of ATP binding, with the phosphate groups near the opening of the 
cleft. 

Protein kinases also show conserved sequences within this catalytic core, 
20 and the residue equivalent to a given residue of, for example, PKA, may 
be identified by alignment of the sequence of the kinase with that of 
known kinases in such a way as to maximise the match between the 
sequences. The alignment may be carried out by visual inspection and/or 
by the use of suitable computer programs, for example the GAP program 
25 of the University of Wisconsin Genetic Computing Group, which will also 
allow the percent identity of the polypeptides to be calculated. The Align 
program (Pearson (1994) in: Methods in Molecular Biology, Computer 
Analysis of Sequence Data, Part H (Griffin, AM and Griffin, HG eds) pp 
365-389, Humana Press, Clifton). 
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The comparison of amino acid sequences or three dimension structure (for 
example from crystallography or computer modelling based on a known 
structure) may be carried out using methods well known to the skilled 
5 man, as detailed below and as described in Example 2. 

MAP kinase, MEK1, Cdk2 and Erk2 (for example) are not protein kinases 
having a hydrophobic pocket in the position equivalent to the hydrophobic 
pocket of Protein Kinase A (PKA) that is defined by residues including 

10 Lys76, Leull6, Val80 and/or Lyslll of full-length mouse PKA. MEK1, 
Cdk2 and ERK2 have histidine, glutamine and proline, respectively at the 
residue equivalent to Lys76 of full-length mouse PKA ie not lysine or a 
conservative substitution, and do not interact with a Phe-Xaa-Xaa-Phe 
amino acid sequence. MEK1, Cdk2 and ERK2 may have a larger 

15 hydrophobic pocket which interacts with an aminp acid sequence motif 
(which may be Phe-Xaa-Phe-Pro) which is not Phe-Xaa-Xaa-Phe. Thus, 
these protein kinases do not have a hydrophobic pocket in the position 
equivalent to the said hydrophobic pocket of protein kinase A. 

20 The interacting polypeptide may interact with the said hydrophobic pocket 
of the protein kinase. Thus, it is preferred that the interacting polypeptide 
interacts with the protein kinase but interacts less strongly with the protein 
kinase in which one or more residues forming the said hydrophobic pocket 
is mutated, preferably to a non-coi^erved amino acid. Most preferably, 

25 the mutated residues are the residues equivalent to residues Lys76, Val80, 
Lyslll and/or Leull6 in the hydrophobic pocket of PKA that is defined 
by residues including Lys76, Leullo, ValSO and/or Lyslll of full-length 
mouse PKA. It is particularly preferred that the residue at the position 
equivalent to residue Lys76 of PKA is mutated to an Ala and/or that the 
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residue at the position equivalent to Leull6 of PKA is mutated to a Ser, 
Asp or Glu. 

It will be appreciated that the interacting polypeptide may interact with 
5 additional regions of the protein kinase. For example, it may interact (for 
example via the acidic residue or group in the preferred amino acid 
sequence indicated above) with a residue equivalent to Gln35 of PKA (in 
the N-terminal non-catalytic region of PKA), which appears to form a 
hydrogen bond with the C-tenninal c&rboxylate group of Phe350, when 
10 the C-terminus of PKA interacts with the hydrophobic pocket of PKA. 

The interaction may be measured by any of the methods discussed above. 
In particular, it may be measured wing surface plasmon resonance, as 
discussed above and in Example 1 and 2. It is particularly preferred that 
15 the relative strength of interaction with the protein kinase and the mutated 
protein kinase is determined by measuring the relative steady state 
responses, as described above. It is preferred that the response (expressed 
in RUs) for the unmutated protein kinase is at least 2, 5, 10, 30, 50, 80, 
100, 200 or 500 times the response for tue mutated protein kinase. 

20 

The interacting polypeptide, for example comprising the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr may be part of the same polypeptide 
chain as the protein kinase. For example, PKA comprises the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr ; and SGK, PKB and p70 S6 kinase 
25 comprise the amino acid sequence ?he? F^Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr 
wherein Zaa is phosphoserine or phosphothreonine. Thus, the interaction 
may be an intramolecular interaction, for example in which the 
hydrophobic pocket (of the protem kinase domain of the polypeptide) and 
the interacting portion of the polypeptide, for example a portion of the 
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polypeptide comprising a Phe/Tyi-Xa^-Xaa-Phe/Tyr sequence, within a 
single polypeptide chain, interact. Alternatively, two or more such 
polypeptide chains may form a dimer or multimer through intermolecular 
interactions between, for example, the hydrophobic pocket of one 
5 polypeptide chain and the interacting portion of a second polypeptide. 
Intramolecular interactions can be measured by techniques known to those 
skilled in the art, including cross ■linking studies, structural studies and 
fluorescence resonance energy transfer (FRET) methods, in which 
changes in separation between fiuoropliores, for example attached to 
10 different parts of a molecule, can be measured. 

A polypeptide comprising the amino acid sequence Phe/Tyr-Xaa-Xaa- 
Phe/Tyr-Ser/Thr-Phe/Tyr may interact with a said hydrophobic pocket of 
a protein kinase with different affinity depending upon the phosphorylation 

15 state of the Ser/Thr residue. Thus, the polypeptide may interact with the 
hydrophobic pocket more strongly wJaen pjbosphorylated on the Ser/Thr 
residue than when not so phosphorylated. In the absence of 
phosphorylation, the interaction may bo substantially undetectable using 
one or more of the methods described above or may be about 2, 5 or 10- 

20 fold weaker than when phcsphoiylated. Thus, for example, an intra- or 
intermolecular interaction between the SGK, PKB or p70 S6 kinase 
protein kinase domain and the portion comprising the sequence Phe/Tyr- 
Xaa-Xaa-Phe/Tyr-Ser/Thr-Phe/Tyr may occur substantially only when the 
said sequence is phosphorylated on the Ser/Thr residue. Ths interaction 

25 may modulate, for example increase, the activity and/or stability of the 
protein kinase domain (or entire polypeptide). 

It is preferred that the interacting polypeptide, for example comprising the 
amino acid sequence motif Pheffyr-Xaa-Xaa-Phe/Tyr, is a polypeptide 
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that is capable of binding PDKl and inhibiting its activity towards p70 S6 
kinase in substantially the same way as a polypeptide with the amino acid 
sequence 

EDVKKHPFFRLIDWSALMDKKVKPPHPTIRGRE 
5 PILTPPREPRII^EEEQEIVI I^F DYIADWC (termed PIF) or (GST)- 
EDVKKHPFFRLIDWSALMDKK^ 

PILTPPREPRILSEEEQEMFTR^ (termed GST-PIF) or 

REPRILSEEEQEMITOroYIADWC (termed PIFtide) as described in 
Example 1, wherein GST represents a glutathione S-transferase portion, as 
10 known to those skilled in the art f and the sequence corresponding to the 
amino acid sequence motif is underlined. 

Alternatively or in addition, it is preferred that the interacting polypeptide, 
for example comprising the amino acid sequence motif Phe/Tyr-Xaa-Xaa- 

15 Phe/Tyr, is a polypeptide that is capable cf binding PDKl and increasing 
its activity towards (ie phosphorylation of the underlined residue of) 
KTFCGTPEYLAPEVRR (termed 1 308tide) in substantially the same way 
as a polypeptide with the amino acid sequence 
EDVKKHPFFRLIDWSALMD^ 

20 PILTPPREPRILSEEEQEIviFllDFDl 7 AD W C (termed PIF) or (GST)- 
EDVKKHPFFRLIDWSALMDK^^ 

PILTPPREPRII^EEEQEMF|^FDYiADv^ (termed GST-PIF) or 
REPRILSEEEQEMF^DFDYIADWC (i*rmed PIFtide) as described in 
Example 2. 

25 

The three-letter amino acid code of the IUFAC-IUB Biochemical 
Nomenclature Commission is x>$e6 herein, with the exception of the 
symbol Zaa, defined above, m p^ttfoiw. Xaa represents any amino acid. 
It is preferred that Xaa and Zaa represent a naturally occuring amino acid. 
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It is preferred that at least the amino acids corresponding to the consensus 
sequences defined above are L-arnino acids. 

By modulation of the protein kinase activity is included inhibition or an 
5 increase in the protein kinase activity. 

The protein kinase activity of PDK1 that is modulated may be 
phosphorylation of the underlined residue in a polypeptide with the amino 
acid sequence Thr/Ser -Phe-Cys-Giy-Thr-Xaa^Glu Leu ( tt PDKl w activity). 

10 Alternatively or in addition, the modulated activity may be 
phosphorylation of the underlined residue in a polypeptide with the amino 
acid sequence Phe-Xaa^aa-Phe-feAThr»Phe/Tyr ( tt PDK2" activity). The 
polypeptide may be, for example, a PKB, SGK, p70 S6 kinase, PKC or 
(in relation only to phosphorylation of the underlined residue in a 

15 polypeptide with the amino acid sequence Thr/Ser -Phe-Cys-GIy/Thr-Xaa- 
Glu-Leu) PKA polypeptide. 

The protein kinase activity of PKA that is modulated may be 
phosphorylation of the underlined residue in a polypeptide with the amino 
20 acid sequence Arg-Arg-X-Sex-Y, wherein X is any small residue and Y is 
a large hydrophobic group. Substrates of PKA include the transcription 
factor CREB, which is phosphoiylated on Serl33, and the polypeptide 
BAD, which is phosphoiylated oe Serll2 and Serl55. 

25 The protein kinase activity of PKB, SGK or p70 S6 kinase that is 
modulated may be phosphorylation erf the underlined residue in a 
polypeptide with the amino acid sequence Arg-^aa-Arg-Xaa-Xaa- Ser/Thr . 
The polypeptide may be Glycogen Synthase Kinase 3 (GSK3), 40 S 
ribosomal subunit S6, BAD, 6-phosphofructo-2-kinase, 
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phosphodiesterase3b, human caspase 9, endothelial nitric oxide synthase 
or BRACA1. 

A compound identified by a method of the invention may modulate the 
5 ability of the protein kinase to phosphorylate different substrates, for 
example different naturally occuring polypeptides, to different extents. 
The compound may inhibit the protein kinase activity in relation to one 
substrate but may increase the protein kinase activity in relation to a 
second substrate, for example as discussed in Example 2. For example, 
10 the protein kinase activity may be modulated to a different extent for PKB 
when compared with SGK, p70 S6 kinase and/or PKC 

It will be appreciated that the modulatory, for example inhibitory action of 
a compound found to bind (or inhibit binding of a polypeptide or 
15 compound) to the protein kinase may be confirmed by performing an 
assay of enzymic activity (for example PDK1 and/or PDK2 protein kinase 
activity) in the presence of the compound. 



The said interacting polypeptide may be derivable from PRK1, PRK2, a 
20 PKC isoform, for example PKCC PKCa or PKC5, PKA, SGK, p70 S6 
kinase or PKB, preferably from the C-ierminal portion of PKA, PRK1, 
PRK2, PKCa, PKC8 or PKC£. The said interacting polypeptide may be 
derivable from PRK2 by proteolytic cleavage, for example by Caspase 3, 
as described in Balendran et al (1999), supra. 

25 

Thus, the interacting polypeptide mvj comprise or consist essentially of 
the amino acid sequence from residue 701 to the C-terminus of PRK2. 
This may correspond to the C-termiual 77 amino acids of PRK2, termed 
the PDK1 -Interacting Fragment (PIP; see Balendran et al (1999), supra). 
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The PIF region of PRK2 may lie immediately C-tenninal to the kinase 
catalytic domain of PRK2. The polypeptide may comprise or consist 
essentially of the amino acid sequence of residues 960 to 984 of PRK2 
(termed Region B) or the equivalent region of PRK1, PRK1, PKBa, 
5 p70S6 kinase, PKB, SGK, a PKC isofoi.ro, for example FKC£ or PKCa, 
or PKAP as shown in Figure 7E. The polypeptide may comprise or 
consist of the C-terminal 223 or C-tenninal 62 amino acids of .PKA, as 
described in Example 2 and shown in Figure 7. PKC isoforms are 
described, for example, in Mellor & Parker (1998) Biochem J 332, 281- 

10 292. A polypeptide that comprises an amino acid sequence that 
corresponds to the consensus sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr- 
Ser/Thr-Phe/Tyr may interact with PDK'l (1) when the serine or threonine 
residue is phosphorylated, so that the polypeptide then comprises an amino 
acid sequence that corresponds to the consensus sequence Phe/Tyr-Xaa- 

15 Xaa-Phe/Tyr-PhosphoSer/PhosphoT A ir«Phe/fyr, or (2) if the serine or 
threonine residue is replaced by an aspartate or glutamate residue. PKC5 
comprises an amino acid sequence corresponding to the consensus 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr»Ser/Thr~Phe/Tyr (see Figure 15) and 
may interact with PDK1 when unphosphorylated. 

20 

The said interacting polypeptide ;uay comprise or consist essentially of the 
sequence REPRILSEEEQEMFRDFDYIADWC or 
REPMI^EEEQEMARDFD nADWC or 

REPRILSEEEQEMFGDFD YLADWC , The said interacting polypeptide 
25 may farther comprise the sequence 
EDVKKHPFFRI^ 

PILTPP (see Balendran et ai (1999), supra and GB 9906245.7). 
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The said interacting polypeptide may comprise or consist essentially of a 
variant of a sequence indicated above- Preferably, in such a variant, the 
residues that correspond to the amino acid sequence Phe/Tyr-Xaa-Xaa- 
Phe/Tyr in the sequence indicated above are unchanged, or, if changed, 
5 still have the sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr. It is preferred that the 
residues within about 2, 5 or 10 amino acids C- or N- terminal of the said 
sequence are also unchanged. It is preferred that the interacting 
polypeptide has fewer than about 400, 380, 350, 300, 250, 200, 150, 100, 
80, 50, 40 or 30 amino acids. 

10 

The said interacting polypeptide may comprise a GST portion, as 
described in Examples 1 and 2. 'This xaay be useful in purifying and/or 
detecting the said interacting polypeptide. The said interacting 
polypeptide may be biotinylated or otherwise tagged, for example with a 
15 6His, HA, myc or other epitope tag, as toiown to those skilled in the art. 

A further aspect of the invention provides a said interacting polypeptide 
immobilised on a surface of an article saleable for use as a test surface in a 
surface plasmon resonance method,. The surface may be a SensorChip™ 

20 surface, for example a SensorChip CM5 3 * or SA SensorChip™ surface. It 
is preferred that the interacting polypeptide is not PIF or PIFtide. It is 
further preferred that the interacting polypeptide comprises the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Ple/Tyr mi does nor comprise the amino acid 
sequence Phe/Tyr-Xaa-Xaa -^he/x'yr-Z^-Pbe/Tyr or Phe/Tyr-Xaa-Xaa- 

25 Phe/Tyr-Ser/Thr-Phe/Tyr. It is preferred that the interacting polypeptide 
has fewer than about 400, 380, 350. 300, 250, 200, 150, 100, 80, 50, 40 
or 30 amino acids. 
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The ability of the compound to iuhilit or promote She interaction of the 
said protein kinase with the interacting polypeptide may be measured by 
detecting/measuring the interaction using any suitable method and 
comparing the interaction detected/measured in the presence of different 
5 concentrations of the compound, for example in the absence and in the 
presence of the compound, for example at a concentration of about 
100nM, 30^M, IO^iM, 3|iM, hiM, 0.1}aM, O.Ol^iM and/or O.OOlnM. 
Suitable methods include methods araalagous to those discussed above and 
described in Example 1 or Example 2, for example yeast two-hybrid 
10 interactions, co-purificatioo ELISA. co-inimunoprecipitation and surface 
plasmon resonance methods, 

A further aspect of the invention provides a method of identifying a 
compound that modulates the protein Kinase activity of a protein kinase 

15 having a hydrophobic pocket in the posit km equivalent to the hydrophobic 
pocket of Protein Kinase A (PKA), wherein the effect of the said 
compound on the rate or degree of phosphorylation of a substrate 
polypeptide of the said hydrophobic pocket-containing protein kinase by 
the said hydrophobic pocket containing protein kinase in the presence of 

20 an interacting polypeptide is determined, and a compound that modulates 
the said rate or degree of phosphorylate is selected, wherein the 
interacting polypeptide interacts v/ifh the hydrophobic pocket of the 
protein kinase and/or comprises the amino acid sequence Phe/Tyr-Xaa- 
Xaa-Phe/Tyr and is comprised iu a separate polypeptide chain to the 

25 hydrophobic pocket-containing protein kinase, and wherein the substrate 
polypeptide has fewer than 400 ammo acids, still more preferably fewer 
than 380, 350, 300, 250, 200, 150, 120 100, 80, 70, 60, 50, 40, 30, 25 
or 20 amino acids. 
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The effect of the compound may be determined by comparing the rate or 
degree of phosphorylation of the said substrate polypeptide by the said 
hydrophobic pocket-containing protean kinase in the presence of different 
5 concentrations of the compound, for example in the absence and in the 
presence of the compound, for example at a concentration of about 
lOO^M, 30nM, 10^M, 3>iM, IjiM, O.lpM, O.OljxM and/or O.OOl^iM. 

The substrate polypeptide may comprise a portion that is the interacting 
10 polypeptide, for example that comprises the amino acid sequence Phe/Tyr- 
Xaa-Xaa-Phe/Tyr. Thus, the substrate polypeptide may comprise non- 
overlapping interacting and substrate portions. The substrate polypeptide 
may comprise (1) an interacting portion, for example comprising the 
amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr and (2) a substrate portion 
15 comprising a consensus sequence for phosphorylation by a protein kinase 
having a hydrophobic pocket in the position equivalent to the said 
hydrophobic pocket of Protein Kinase A (PKA), for example PDKi, PKB, 
SGK, p70 S6 kinase or PKA, for example the sequence Thr/Ser -Phe-Cys- 
Gly-Thr-Xaa-Glu-Leu, Phe-Xaa-Xaa-Phe-Ser/Thr-Phe/Tyr, Arg-Arg-X- 
20 Ser-Val or Arg-Xaa-Arg-Xaa-Xaa*Ser/T,ir. It is preferred that the amino 
acid sequences indicated in relation to the said substrate and interacting 
portions are separated by between about 1 and 100 to 150 amino acids, 
preferably between about 5 and 50, still more preferably between about 10 
and 30 amino acids, for example aboU 26 amino acids. 

25 

A further aspect of the invention provides a substrate polypeptide as 
defined above wherein the amino acid sequence indicated in relation to the 
said substrate and interacting portions are separated by between about by 
between about 1 and 100 to 150 amino acids, preferably between about 5 
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and 50, still more preferably between about 10 and 30 amino acids, for 
example about 26 amino acids. 

Thus, if the hydrophobic pocket-containing protein kinase is PDK1, the 
5 substrate polypeptide may comprise the sequence KTFCGTPEYLAPEV 
(substrate portion) and, for example, the sequence 
EPRILSEEEQEMFRDFDYIADWC (interacting polypeptide portion, for 
example hydrophobic pocket binding portion). The substrate polypeptide 
may, for example, comprise or consist of the sequence 
10 KTFCGTPEYLAPEVRREPWLSEEBQEMFRDFDYIADWC. 

Alternatively, the substrate poition and the interacting portion may be 
present on separate polypeptide chains, ie as separate substrate polypeptide 
and interacting polypeptide. Thus, if tie hydrophobic pocket-containing 
15 protein kinase is PDK1, the substrate polypeptide may comprise or consist 
of the sequence KTFCGTPEYLAPEV, and the interacting polypeptide 
may comprise or consist of the sequence 
EPRILSEEEQEMFRDFD Y i AD WC . 

20 It will be appreciated that the compound may interact with PDK1 or with 
the said interacting polypeptide or with both. 

A further aspect of the invention provides a method of identifying a 
compound that modulates the protein kinase activity of a protein kinase 
25 having a hydrophobic pocket in the position equivalent to the hydrophobic 
pocket of Protein Kinase A (FKA) Jhat is defined by residues including 
Lys76, Leull6, Val80 and/or LyslH of full-length mouse PKA wherein 
the effect of the said compound on the rate or degree of phosphorylation 
of a substrate polypeptide of &a sa ; d hydrophobic pocket-containing 
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protein kinase by the said hydrophobic pocket-containing protein kinase is 
determined, and a compound that modulates the said rate or degree of 
phosphorylation is selected, wherein the effect of the compound is 
determined in the absence (including substantial absence) of an interacting 
5 polypeptide, wherein an interacting polypeptide interacts with the 
hydrophobic pocket of the protein kinase and/or comprises the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr, and wherein the substrate 
polypeptide has fewer than 400 amino acids, still more preferably fewer 
than 380, 350, 300, 250, 200, 150, 120, 100, 80, 70, 60, 50, 40, 30, 25 
10 or 20 amino acids. 

Thus, the substrate polypeptide aiad the hydrophobic pocket-containing 
protein kinase do not comprise aii interacting polypeptide that interacts 
with the hydrophobic pocket of the protein kinase and/or comprises the 
15 amino acid sequence Phe/Tyr-Xaa -Xaa-Phe/Tyr. 

The compound may mimic the effect of the interaction of an interacting 
polypeptide (that interacts with tiie nytirophobic pocket of the protein 
kinase and/or comprises the amino acid sequence Phe/Tyr-Xaa-Xaa- 
20 Phe/Tyr) with the protein Jdxa.se. 

The effect of the compound may hs determined by comparing the rate or 
degree of phosphorylation of the said substrate polypeptide by the said 
hydrophobic pocket-containmj?; proteki kinase in the presence of different 
25 concentrations of the compound, for example in the absence and in the 
presence of the compound, for example at a concentration of about 
100^M, 30nM, 10^M, 3nM> InM, (UpM, 0M\xM and/or O.OOl^M. 
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Most preferably, the protein kinase is ?DK1 and the substrate polypeptide 
consists of or comprises the ajmino acid sequence KTFCGTPEYLAPEV or 
KTFCGTPEYLAPEVRR. A compound that mimics the effect of an 
interacting polypeptide on PDK1 may increase the rate or extent of 
5 phosphorylation of such a substrate polypeptide by PDK1 . 

By "mimic the effect of the interaction of the said interacting polypeptide 
with the protein kinase* is meant thai the compound has a quantitative or 
qualitative effect on the hydrophobic pocket-containing protein kinase, for 
example on its protein kinase activity or stability, that is the same as an 
effect of the interacting polypeptide on the protein kinase, for example on 
its protein kinase activity or stability, as discussed in Examples 1 and 2. 
For example, the interacting polypeptide PIF increases the rate at which 
PDK1 phosphorylates the polypeptide K r f FCGTPE YLAPEVRR; a mimic 
of PIF may increase the rate at which FDK1 (in the absence of PIF) 
phosphorylates the said polypeptide. 

The protein kinase and interacting polypeptide may form a complex, 
which may be detected in a cell-free system, for example by BiaCore 
20 measurements, as described in Exarrphs 1 and 2. The ability of the 
compound to inhibit or promote the fen nation or stability of the complex 
may be determined by exposing the protein kinase and/or interacting 
polypeptide and/or complex ol the protein kinase and interacting 
polypeptide to the compound and detennining any change in the affinity, 
25 extent or stability of the interaction La the presence of the compound. The 
estimated equilibrium dissociation cmstant of the association between 
GST-PIF and His-taggcd PDK1 may be <300nM. The estimated 
dissociation constant K<, between His-PDKl and an immobilised and 
biotinylated 24 residue synttetic peptide corresponding to Region B above 
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(PIF) detected using Surface Plasmon Resonance measurements was 800 
nM, or 1.5|iM. 

It is preferred that the said protein kinase, interacting polypeptide and/or, 
5 where appropriate, substrate polypeptide, is a recombinant or synthetic 
polypeptide. It is further preferred that the said protein kinase, interacting 
polypeptide and/or, where appropriate, substrate polypeptide is 
substantially pure when introduced into the method of the invention. 

By "substantially pure" we mean that tbe protein kinase or interacting 
polypeptide or substrate polypeptide is substantially free of other proteins. 
Thus, we include any composition that includes at least 30% of the protein 
content by weight as the said protein kinase or interacting polypeptide or 
substrate polypeptide, preferably at least 50%, more preferably at least 
70%, still more preferably at least 90% and most preferably at least 95% 
of the protein content is the said protein kinase or interacting polypeptide 
or substrate polypeptide. 

Thus the substantially pure protein kinase or interacting polypeptide or 
20 substrate polypeptide may include a contaminant wherein the contaminant 
comprises less than 70% of the composition by weight, preferably less 
than 50% of the composition, more preferably less than 30% of the 
composition, still more preferably less than 10% of the composition and 
most preferably less than 5% of the composition by weight. 

25 

The substantially pure said protein kinase or interacting polypeptide or 
substrate polypeptide may be combined with other components ex vivo, 
said other components not being all of the components found in the cell in 
which said protein kinase or interacting polypeptide or substrate 
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polypeptide is naturally found. 

The said protein kinase, for example PDK1 (or SGK, PKB, p70 S6 kinase 
or PKA), and said interacting polypeptide may be exposed to each other 
5 and to the compound to be tested k a cell in which the said protein kinase 
and the said interacting polypeptide are both expressed, as described in 
Examples 1 and 2. The protein kinase may be the endogenous protein 
kinase or it may be a protein kinase expressed from a recombinant 
construct. Similarly, the said interacting polypeptide may be endogenous 

10 or it may be expressed from a recombinant construct, as described in 
Example 1. The said protein kinase and the said interacting polypeptide 
are not exposed to each other in a cell in which the said protein kinase and 
the said interacting polypeptide are both naturally expressed. The said 
protein kinase and the said interacting polypeptide are not both 

15 endogenous polypeptides to the cell in which the said protein kinase and 
the said interacting polypeptide axe exposed to each other. 

A complex may also be detected by coimmunoprecipitation or 
copurification experiments, or using fluorescence resonance energy 

20 transfer (FRET) techniques (for example using fusion proteins comprising 
fluorescent proteins, for example green, blue or yellow fluorescent 
proteins (GFPs; YFPs, BFFs, as well known to those skilled in the art)), 
for example in material from ceils in which the protein kinase (as defined 
above) and the said interacting polypeptide are coexpressed, as described 

25 in Examples 1 and 2. 

A further aspect of the invention provides a compound (termed an 
interacting compound) capable of modulating the protein kinase activity of 
a hydrophobic pocket-containing proton Kinase as defined above wherein 
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the compound inhibits the interaction of the said protein kinase with an 
interacting polypeptide, wherein the interacting polypeptide interacts with 
the hydrophobic pocket of the said protein kinase and/or comprises the 
amino acid sequence Phe/Tyr-Xaa-XaaPhe/Tyr, wherein the compound 
5 does not comprise a polypeptide having the amino acid sequence Phe/Tyr- 
Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyx and is not PKA or PKC5. 

A further aspect of the inventioit provides a compound (termed an 
interacting compound) capable of modulating the protein kinase activity of 

10 a hydrophobic pocket-containing protein kinase as defined above, wherein 
the compound modulates the rate or degree of phosphorylation of a 
substrate polypeptide of the said hydrophobic pocket-containing protein 
kinase by the said hydrophobic poc? et-containing protein kinase in the 
absence (including substantial absence) of an interacting polypeptide, 

15 wherein an interacting polypeptide interacts with the hydrophobic pocket 
of the protein kinase and/or comprises me amino acid sequence Phe/Tyr- 
Xaa-Xaa-Phe/Tyr, and wherein the substrate polypeptide has fewer than 
400 amino acids, still more preferably fewer than 380, 350, 300, 250, 
200, 150, 120, 100, 80, 70, 60 r 50, 40, 30, 25 or 20 amino acids. 

20 

A further aspect of the invention provides a compound that modulates the 
protein kinase activity of a protein kimse having a hydrophobic pocket in 
the position equivalent to (he hydrophobic pocket of Protein Kinase A 
(PKA) that is defined by residues including Lys76, Leull6, Val80 and/or 
25 Lyslll of full -length mouse PKA , v/Uersin the compound modulates the 
rate or degree of phosphorylation of a substrate polypeptide of the said 
hydrophobic pocket-containing proteia kinase by the said hydrophobic 
pocket-containing protein kinase m the presence of an interacting 
polypeptide, wherein the interacting polypeptide interacts with the 
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hydrophobic pocket of the protein kinase and/or comprises the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr and is comprised in a separate 
polypeptide chain to the hydrophobic pocket-containing protein kinase, 
and wherein the substrate polypeptide has fewer than 400 amino acids, 
5 still more preferably fewer than 330, 350, 300, 250, 200, 150, 120, 100, 
80, 70, 60, 50, 40, 30, 25 or 20 amiiv; acids. 

The compound may be or comprise a polypeptide having the C-tenninal 
sequence Phe-Xaa-Xaa-Phe-COQH, or ?he/Tyr-Xaa-Xaa-Phe/Tyr-(X) n - 

10 COOH, preferably Phe-Xaa-Xaa-Phe (XVCOOH, wherein n is between 1 
and 150, 100, 60, 50, 30, 20 y 15, 10, 5, 4, 3 or 2, preferably between 1 
and 4, most preferably 4. Each ambo ac*d X is any amino acid residue, 
preferably glycine. Thus, it is pref ixed that the polypeptide has the C- 
terminal sequence Phe-Xaa-Xaa-Phe-COQH or Phe-Xaa-Xaa-Phe-(Gly) 4 - 

15 COOH. The polypeptide may consist of or comprise contiguous residues 
derivable from PKA. For example, it may comprise the C-terminal about 
223, 220, 200, 180, 160, 140, 120, 100, SO, 70, 65, 63, 55, 50, 45, 40, 
35, 30, 25, 20, 15, 10 or 5 amino acids of PKA, or a variant or fusion 
thereof that has the C-tenninal sequence Phe-Xaa-Xaa-Phe-COOH or 

20 Phe/Tyr-Xaa-Xaa-Phe/Tyr-(X) 7r COOI:? . 

It will be appreciated thai the polypeptide may comprise a covalent 
modification, for example it may be xtiodified by biotinylation ie comprise 
a biotin group. 

25 

A further aspect of the invention prov,des a compound identifiable by the 
method of the invention (iermexl an mte racing compound), provided that 
the compound is not a polypeptide having the amino acid sequence 
Phe/Tyr-Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr aod is not full length PKA. 



WO 01/44497 



PCT/GB00/04598 



The compound may be, for example, a compound selected on the basis of, 
or designed to have, as well known to those skilled in the art, a three- 
dimensional conformation that may be similar to that of an interacting 
5 polypeptide, for example comprising the amino acid sequence Phe/Tyr^ 
Xaa-Xaa-Phe/Tyr, for example Phe/Tyr-Xaa-Xaa-Phe/Tyi-COOH, as 
discussed above. 

A further aspect of the invention provides a mutated protein kinase, 

10 wherein the protein kinase before mutation has a hydrophobic pocket in 
the position equivalent to the hydrophobic pocket of Protein Kinase A 
(PKA) that is defined by residues including Lys76, Leull6, Val80 and/or 
Lyslll of full-length mouse PKA, ?.nd wherein one or more residues 
forming the hydrophobic pocket of the protein kinase is mutated. It is 

15 preferred that the said protein kinase is not PKA. The said protein kinase 
may be, for example, SGK, PKB, p70 S6 kinase or PDK1, preferably 
PDKL It is preferred that me mutated residue(s) are the residues 
equivalent to residue Lys76, ValSO, Lyslll and/or Leull6 in the 
hydrophobic pocket of PKA. It is particularly preferred that the residue at 

20 the position equivalent to residue Lys76 of PKA is mutated to an Ala 
and/or that the residue at the position equivalent to Leull6 of PKA is 
mutated to a Ser, Asp or Glu. The equivalent residues of are indicated for 
several protein kinases in Figure 15. The mutated protein kinase may be 
useful in determining whether a polypeptide or compound interacts with 

25 the hydrophobic pocket of the unioutated protein kinase, as discussed 
above and shown in Examples 1, 2 and 3. For example, the abilities of a 
compound (including polypeptide) to bind to the mutated and unmutated 
protein kinase, or to modulate the activity of the protein kinase towards 
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one or more substrates of the protein kinase, may be measured and 
compared. 

A further aspect of the invention provides a preparation comprising a 
5 protein kinase having a hydrophobic pocket in the position equivalent to 
the hydrophobic pocket of Protein Kinase A (PKA) that is defined by 
residues including Lys76, Leu 116, Val80 and/or Lyslll of full-length 
mouse PKA, and a second, interacting compound (encompassing an 
interacting polypeptide), wherein the interacting compound interacts with 
10 the hydrophobic pocket of the protein kinase and/or comprises the amino 
acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr, wherein the said preparation 
further comprises a substrate polypeptide as defined above and does not 
comprise all of the components found in a cell in which said protein kinase 
or compound is naturally found. 

15 

A further aspect of the invention provides a preparation comprising a 
protein kinase having a hydrophobic pocket in the position equivalent to 
the hydrophobic pocket of Protein Kinase A (PKA) that is defined by 
residues including Lys76, Leuli6, Val80 and/or Lyslll of full-length 

20 mouse PKA, and a second, irteractin* compound, wherein the interacting 
compound interacts with the hydrophobic pocket of the protein kinase, 
wherein the said preparation does mi comprise all of the components 
found in a cell in which said proteAo kinase or compound is naturally 
found, and wherein when (he protein idnase is PDK1, the interacting 

25 compound is not a polypeptide comprising the amino acid sequence 
Phe/Tyr-Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr. The interacting compound may 
be an interacting polypeptide as defined above. Preferences for the 
interacting polypeptide and protein kinase are as given above. It is 
preferred that an interacting polypeptide does not comprise the sequence 
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Phe/Tyr-Xaa-Xaa-Phe/Tyr-Ser/Ttr-PlieVTyr. Thus, the preparation may 
be substantially free of polypeptides with which the protein kinase or 
compound is present or associated in a cell other than a said interacting 
polypeptide. The compound may be a compound of the invention that 
5 mimics the effect of an interacting polypeptide on the protein kinase. 

Thus, we include any composition thai includes at least 30% of the protein 
content by weight as the said protein kinase or interacting polypeptide or 
(if appropriate) substrate polypeptide (ie m combination), preferably at 
10 least 50%, more preferably at least 70%, still more preferably at least 
90% and most preferably at least 95% of the protein content is the said 
protein kinase or interacting polypeptide or (if appropriate) substrate 
polypeptide. 

15 Thus, the invention also includes preparations comprising the said protein 
kinase, the said interacting compound, for example polypeptide, and the 
said substrate polypeptide (if appropriate), and a contaminant wherein the 
contaminant comprises less than 70% of the composition by weight, 
preferably less than 50% of the composition, more preferably less than 

20 30% of the composition, still rnors preferably less than 10% of the 
composition and most preferably less than 5% of the composition by 
weight. The invention also meludes a preparation comprising the said 
protein kinase and the said interacting compound, for example 
polypeptide, and the said substrate noiypeptide (if appropriate) when 

25 combined with other components ex vivo, said other components not being 
all of the components found in the cell in which said protein kinase and/or 
interacting compound, for example polypeptide, and/or substrate 
polypeptide is naturally found. 
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A further aspect of the invention provides a method of phosphorylating a 
substrate polypeptide for a protein kiaase having a hydrophobic pocket in 
the position equivalent to the hydrophobic pocket of Protein Kinase A 
(PKA) that is defined by residues including Lys76, Leull6, Val80 and/or 

5 Lyslll of full-length mouse PKA, wherein a preparation according to the 
preceding aspect of the invention is used. The substrate polypeptide 
comprises the appropriate consensus sequence for phosphorylation by a 
protein kinase having a hydrophobic pocket in the position equivalent to 
the hydrophobic pocket of Protein Kinase A (PKA) that is defined by 

10 residues including Lys76, Leull6, Va:8() and/or Lyslll of full-length 
mouse PKA, for example PDKl, PKB, SGK, p70 S6 kinase or PKA, for 
example the sequence Thr/Ser-Phe Cys-Gly-Thr-Xaa-Glu-Leu, Phe-Xaa- 
Xaa-Phe- Ser/Thr -Phe/Tyr, Arg-ArgX-Ser-Val or Arg-Xaa-Arg-Xaa-Xaa- 
Ser/Thr. 

15 

When the protein kinase is PDKl, the substrate polypeptide may be PKB, 
for example PKBct, SGK, p70S6 kinase, PICA or a PKC isoform. When 
the protein kinase is p70 S6 kirase, &e substrate may be ribosomal 40S 
subunit S6. When the protein?, kw.^r is PKB, SGK or p70S6 kinase, the 
20 substrate may be glycogen synthase kinase 3 (GSK3), BAD, 6- 
phosphofructo-2-kinase, phosphodiesterase 3b, human caspase 9, 
endothelial nitric oxide synthase or BRCA, for example BRCA2. 

It will be appreciated th?t fre method may be carried, out in the presence 
25 of a phosphoinositide, for trample PIP? or PtdIns(3,4,5)P 3 (PIP 3 ). The 
said PIP 2 or PIP 3 may incre^re the. rj.'e :>r sxteDt of phosphorylation of the 
underlined residue in 3 substrat? polypeptide with an amino acid sequence 
corresponding to the consensus sequence Pfac-Xaa-Xaa-Phe -Ser/Thr- 
Phe/Tyr and/or of the residue corresponding to the underlined residue in 
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the consensus sequence Tb^r/Ser Phe-C^ys-Gly-Thr-Xaa-GlU'Leu, for 
example by PDK1. The substrate \my be PKB, for example PKB 
comprising a functional (ie phosphoric sitide binding) PH domain. 

5 A further aspect of the invention fnrides a method of phosphorylating 
p70 S6 kinase on the resid :.ie equivalent to Thr412 of full length human 
p70 S6 kinase wherein the said p70 S6 Idnase is exposed to PDK1. A 
further aspect of the invention provides the use of PDK1 in a method of 
phosphorylating p70 S6 kinase on the residue equivalent to Thr412 of full 

10 length human p70 S6 kinase. The p70 S6 kinase has a serine or threonine 
residue at the position equivalent to Thr412 of full length human p70 S6 
kinase. The p70 S6 kinase is preferably a naturally occuring p70 S6 
kinase, for example foil length hmrun p70 S6 kinase, or a fragment or 
fusion thereof, or a fusion of t fragment thereof, for example as described 

15 in Example 1. The p70 S6 kinase and/or the PDK1 are preferably 
recombinant p70 S6 kinase or PDK1, still more preferably recombinant 
p70 S6 kinase or PDK1 expressed in a bacterial, yeast or mammalian cell. 
The method may be performed in vitro ox in a cell. 

20 A further aspect of the invention provides a method of identifying a 
compound that modulates the activation and/or phosphorylation of p70 S6 
kinase on the residue equivalent: to Thr412 of full length human p70 S6 
kinase by PDK1 wherein the activation and/or phosphorylation of p70 S6 
kinase on the residue equivalent to Thr412 of full length human p70 S6 

25 kinase by PDK1 is measured in fee presence of more than one 
concentration (for example hi (lie presence or absence) of the compound. 
A further aspect of the invention is a compound identified or identifiable 
by the said method. 
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A further aspect of the invention provides the use of an interacting 
polypeptide as defined above, for example comprising the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr or an interacting compound of the 
invention in a method of stabMising a protein kinase having a hydrophobic 
5 pocket in the position equivalent to the hydrophobic pocket of Protein 
Kinase A (PKA) that is defined by residues including Lys76, Leull6, 
Val80 and/or Lyslll of full-length mouse PKA, wherein the protein 
kinase is exposed to the compound or polypeptide. Stabilisation may be 
measured by measuring the TM 50 value. The TM^ value is the temperature 
10 at which heating for two minutes produces a 50% reduction in protein 
kinase activity (measured using any appropriate substrate) compared with 
the protein kinase activity before such heating, as described in Example 2. 
An increase in the TM^ value, for example by at least about 1, 2, 3, 4, 5, 
6, 7, 8, 9, 10 or 15° C indicates stabilisation. 

15 

A farther aspect of the invention provides a method of modulating in a cell 
the protein kinase activity oi a protein kinase having a hydrophobic pocket 
in the position equivalent to die hydrophobic pocket of Protein Kinase A 
(PKA) that is defined by residues including Lys76, LeuI16, Val80 and/or 

20 Lyslll of full-length movse PKA, wherein a recombinant interacting 
polypeptide is expressed in the cell. vherein the interacting polypeptide 
interacts with the hydrophobic pocket of the protein kinase and/or has the 
amino acid sequence Phe/TjT-Xaa-Xaa-Phe/Tyr. Preferences for the 
protein kinase and interacting polypeptide are as indicated above. For 

25 example, GST-PIF may be expressed in a cell, as described in Example 1 
and 2. The GST-PIF may inhibit the phosphorylation of p70 S6 kinase by 
PDK1. 
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Suitably, the method comprises the steps of providing a recombinant 
polynucleotide suitable for expressing ihe interacting polypeptide in the 
cell, providing the recombinant polynucleotide in the cell, and exposing 
the cell to conditions under which fhe cell expresses the interacting 
5 polypeptide from the recombinant polynucleotide, 

A further aspect of the invention provides a polypeptide which comprises 
the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr, wherein said 
polypeptide does not comprise the amino acid sequence Phe/Tyr-Xaa-Xaa- 

10 Phe/Tyr-Zaa-Phe/Tyr or Pbe/Tyr-Xaa-Xaa-Phe/Tyr-Ser/Thir-Phe/Tyr and 
is not full-length PKA. The polypeptide may have the C-terminal sequence 
Phe-Xaa-Xaa-Phe-COOH, or Phe/Tyr-Xaa-Xaa-Phe/Tyr-(X) n -COOH, 
preferably Phe-Xaa-Xaa-Phe-(X) n -COOH, wherein n is between 1 and 
200, 150, 100, 50, 30, 20, 15, 10, 5, 4, 3 or 2, preferably between 1 and 

15 4, most preferably 4. Each amino acid X is any amino acid residue, 
preferably glycine. Thus, it is preferred that the polypeptide has the C- 
terminal sequence Phe-Xaa Xaa-Plie-CGOH or Phe-Xaa-Xaa-Phe-(Gly) 4 - 
COOH. The polypeptide may consist of or comprise contiguous residues 
derivable from PKA. For example, it may comprise the C-terminal about 

20 223, 220, 200, 180, 1.60, 140, 120, 100, SO, 70, 65 , 63 , 55 , 50, 45, 40, 
35, 30, 25, 20, 15, 10 or 5 ammo acid'.; of PICA, or a variant or fusion 
thereof that has the C-teramai sequence Phe-Xaa-Xaa-Phe-COOH or 
Phe/Tyr-Xaa-Xaa-Phe/Tyr-(X) n -CGCH. PKA sequences are shown in 
Figures 15 and 16 and in the database records indicated in Figure 1. The 

25 sequence of PKAa, for example, is also shown in Maldonado et al (1988) 
Nucl Acids Res 16(16), 8189-8190 (Accession no 4506055). Thus, for 
example, the polypeptide rray comprise or consist essentially of the C- 
terminal 223 or 63 amino adds of PKA, for example human or mouse 
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PKA. The polypeptide may be useful as an interacting polypeptide, as 
defined above. 

The said polypeptide of the invention may comprise a GST portion, as 
5 described in Examples 1 and 2. This may be useful in purifying and/or 
detecting the said polypeptide. 

A further aspect of the invention provides a polynucleotide encoding a 
polypeptide or mutated protein kinase of the invention. A still further 
10 aspect of the invention provides a recombinant polynucleotide suitable for 
expressing a polypeptide or mutated protein kinase of the invention. A yet 
further aspect of the invention provides a host cell comprising a 
polynucleotide of the invention, 

15 A further aspect of the invention provides a method of making a 
polypeptide or mutated protein kinase of the invention, the method 
comprising culturing a host cell of the invention which expresses said 
polypeptide or mutated protein kinase and isolating said polypeptide or 
mutated protein kinase. It will be appreciated that the said polypeptide of 

20 the invention that comprises the amino acid sequence Phe/Tyr-Xaa-Xaa- 
Phe/Tyr, may be isolated as a complex with an endogenous protein kinase 
having a hydrophobic pocket in the position equivalent to the hydrophobic 
pocket of Protein Kinase A (PKA) ihai is defmed by residues including 
Lys76, Leull6, V;d80 and/or Lyslli of full-length mouse PKA, for 

25 example PDK1 expressed o the cell or with a recombinant said protein 
kinase expressed in the cell. 

A further aspect of the invention provides a polypeptide or mutated protein 
kinase obtainable by the above method. 
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The interacting polypeptide as defined above may have up to about 950, 
900, 800, 700, 600, 500, 400, 300, 200, 100, 80, 70, 60, 50, 40, 30, 20, 
18, 16, 15, 14, 12, 10, 8 or 7 amino acids residues. It will be 
5 appreciated that the polypeptide may comprise a covalent modification, for 
example it may be modified by biodnylation ie comprise a biotin group. 
Such a peptide may be useM in the methods of the invention, for example 
in altering the enzymic activity of a protein kinase, for example PDK1 in 
vitro or in vivo. 

10 

The above polypeptides may be made by methods well known in the art 
and as described below and in Example 1 or 2, for example using 
molecular biology methods or automated chemical peptide synthesis 
methods. 

15 

It will be appreciated that peptidomimetic compounds may also be useful. 
Thus, by "polypeptide" or "peptide" we include not only molecules in 
which amino acid residues are joined by peptide (-CO-NH-) linkages but 
also molecules in which the peptide bond is reversed. Such retro-inverso 

20 peptidomimetics may be made using methods known in the art, for 
example such as those described in M&riere et al (1997) /. Immunol. 159 , 
3230-3237, incorporated herein by reference. This approach involves 
making pseudopeptides containing changes involving the backbone, and 
not the orientation of side chains. Meziere et al (1997) show that, at least 

25 for MHC class II and T helper ceil responses, these pseudopeptides are 
useful. Retro-inverse peptides, which contain NH-CO bonds instead of 
CO-NH peptide bonds, are orach more resistant to proteolysis. 
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Similarly, the peptide bond may be dispensed with altogether provided that 
an appropriate linker moiety which retains the spacing between the Ca 
atoms of the amino acid residues is used; it is particularly preferred if the 
linker moiety has substantially the same charge distribution and 
5 substantially the same planarity as a peptide bond. 

It will be appreciated that the peptide may conveniently be blocked at its 
N- or C-terminus so as to help reduce susceptibility to exoproteolytic 
digestion. 

10 

Thus, it will be appreciated that the interacting polypeptide, for example 
which comprises the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr to 
which a protein kinase having a hydrophobic pocket in the position 
equivalent to the hydrophobic pocket of Protein Kinase A (PKA) that is 
15 defined by residues including Lys76, Leull6, Val80 and/or Lyslll of 
full-length mouse PKA, may be exposed may be a peptidomimetic 
compound, as described above. 

A further aspect of the invention is a cell containing a recombinant nucleic 
20 acid suitable for expressing a protein kinase having a hydrophobic pocket 
in the position equivalent to the hydrophobic pocket of Protein Kinase A 
(PKA) that is defined by residues including Lys76, Leull6, Val80 and/or 
Lyslll of fall-length mouse PKA, and a recombinant nucleic acid suitable 
for expressing a second polypeptide comprising the amino acid sequence 
25 Phe/Tyr-Xaa-Xaa-Phe/Tyr, wherein when the said protein kinase is 
PDK1, the said second polypeptide is not PIF, as defined above, and does 
not comprise the amino acid sequence Pbe/Tyr-Xaa-Xaa-Phe/Tyr-Ser/Thr- 
Phe/Tyr. Recombinant polynucleotides suitable for expressing a given 
polypeptide are well known to those skilled in the art, and examples are 
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described in Examples 1 and 2. It will be appreciated that a recombinant 
nucleic acid molecule may be suitable for expressing the protein kinase 
and the second polypeptide comprising the amino acid sequence Phe/Tyr- 
Xaa-Xaa-Phe/Tyr. The cell is preferably a mammalian or insect cell. 

5 

A further aspect of the invention is a method of making a preparation 
comprising a protein kinase having a hydrophobic pocket in the position 
equivalent to the hydrophobic pocket of Protein Kinase A (PKA) that is 
defined by residues including Lys76, Leull6, Val80 and/or Lyslll of 

10 full-length mouse PKA, and a second, interacting compound, wherein the 
interacting compound interacts with the hydrophobic pocket of the protein 
kinase, wherein the said preparation does not comprise all of the 
components found in a cell in which said protein kinase or compound is 
naturally found, and wherein when the protein kinase is PDK1, the 

15 interacting compound is not a polypeptide comprising the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr, wherein the said 
protein kinase and the said interacting polypeptide are co-expressed in a 
cell as defined in the above aspect of the invention. The protein kinase 
and the interacting polypeptide may be separated from other cellular 

20 components, for example using methods discussed above or in Examples 1 
and 2. A further aspect of the invention is a preparation obtainable by the 
above method of the invention. 

An antibody reactive towards p70 S6 kinase or a fragment or fusion 
25 thereof that is phosphorylated on the residue equivalent to Thr412 of the 
longer splice variant of human a-isofotm of p70 S6 kinase, but is not 
reactive with p70 S6 kinase or a fragment or fusion thereof that is not 
phosphorylated on the said residue equivalent to Thr412, is described in 
Example 1 and is available from Upstate Biotechnology Inc., 199 Saranac 
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Avenue, Lake Placed, NY, USA. A similar antibody is available from 
New England Biolabs (UK) Ltd, Knowl Piece, Wilbury Way, Hitchin, 
Herts, SG4 OTY. The antibody may react with the peptide 
SESANQVFLGFTYVAPSV (corresponding to residues 401 to 418 of the 
5 said longer splice variant) in which the underlined residue is 
phosphorothreonine. Methods of preparing such an antibody are given in 
Example 1. 

Antibodies reactive towards the said polypeptides may be made by 
10 methods well known in the art. Iia paiticular, the antibodies may be 
polyclonal or monoclonal. 

Suitable monoclonal antibodies which are reactive towards the said 
polypeptide may be prepared by known techniques, for example those 
15 disclosed in "Monoclonal Antibodies: A manual of techniques" y H Zola 
(CRC Press, 1988) and in "Monoclonal Hybridoma Antibodies: 
Techniques and Applications", SGR HuiTell (CRC Press, 1982). 

Techniques for preparing antibodies are well known to those skilled in the 
20 art, for example as described in Harlow, ED & Lane, D "Antibodies: a 
laboratory manual" (1988) New York Cold Spring Harbor Laboratory. 

It will be appreciated that the invention provides screening assays for 
drugs which may be useful in modulating, for example either enhancing or 
25 inhibiting, the protein kinase activity of a protein kinase (for example, the 
protein kinase activity towards a particular substrate) having a 
hydrophobic pocket in the position equivalent to the hydrophobic pocket of 
Protein Kinase A (PKA) that is defined by residues including Lys76, 
Leull6, Val80 and/or Lyslll of full-length mouse PKA, for example 
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PDK1, SGK, PKB, PKA or p70 S6 kinase, for example the PDK1 or 
PDK2 activity (as discussed above) of PDK1. The compounds identified 
in the methods may themselves be useiul as a drug or they may represent 
lead compounds for the design and synthesis of more efficacious 
5 compounds. 

The compound may be a drug-like compound or lead compound for the 
development of a drug-like compound for each of the above methods of 
identifying a compound. It will be appreciated that the said methods may 
10 be useful as screening assays in the development of pharmaceutical 
compounds or drugs, as well known to those skilled in the art. 

The term a drug-Iike compound" is well known to those skilled in the art, 
and may include the meaning of a compound that has characteristics that 

15 may make it suitable for use in medicine, for example as the active 
ingredient in a medicament. Thus, for example, a drug-like compound 
may be a molecule that may be synthesised by the techniques of organic 
chemistry, less preferably by techniques of molecular biology or 
biochemistry, and is preferably a small molecule, which may be of less 

20 than 5000 daltons. A drug-like compound may additionally exhibit 
features of selective interaction with a particular protein or proteins and be 
bioavailable and/or able to penetrate ;ellular membranes, but it will be 
appreciated that these features are not essential. 

25 The term "lead compound" is similarly well known to those skilled in the 
art, and may include the meaning that the compound, whilst not itself 
suitable for use as a drug (tor example because it is only weakly potent 
against its intended target, non-selective in its action, unstable, difficult to 
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design of other compounds that may have more desirable characteristics. 

A further aspect of the invention is a kit of parts useful in carrying out a 
5 method, for example a screening method, of the invention. Such a kit 
may comprise a protein kinase having a hydrophobic pocket in the position 
equivalent to the hydrophobic pocket of Protein Kinase A (PKA) that is 
defined by residues including Lys'76, Leull6, Val80 and/or Lyslll of 
full-length mouse PKA, for example PDK1, SGK, PKB, PKA or p70 S6 

10 kinase, and an interacting polypeptide, for example a polypeptide 
comprising the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr and not 
comprising the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr-Zaa- 
Phe/Tyr or Phe/Tyr-Xaa-Xaa-Phe/'Fj ^Ser/Thr-Phe/Tyr. It may further 
comprise a substrate polypeptide, b.u defined above. Preferences for the 

15 protein kinase, substrate polypeptide and interacting polypeptide are as 
indicated above. The kit may comprise a mutated protein kinase of the 
invention. 

It will be understood that il will be desirable to identify compounds that 
20 may modulate the activity of the protein kinase in vivo. Thus it will be 
understood that reagents and conditions used in the method may be chosen 
such that the interactions between, for example, the said protein kinase 
and the interacting polypeptide, are substantially the same as between the 
human protein kinase and a naturally occuring interacting polypeptide 
25 comprising the said amino acid sequence. It will be appreciated that the 
compound may bind to the protein kiaase. or may bind to the interacting 
polypeptide. 



WO 01/44497 



PCT/GBOO/04598 



50 

The compounds that are tested in the screening methods of the assay or in 
other assays in which the ability of a compound to modulate the protein 
kinase activity of a protein kinase, for example a hydrophobic pocket- 
containing protein kinase, as defined above, may be measured, may be 
5 compounds that have been selected ami/or designed (including modified) 
using molecular modelling techniques, for example using computer 
techniques. 

A further aspect of the invention provides a method of selecting or 
10 designing a compound that modulates the activity of a hydrophobic pocket- 
containing protein kinase as defined above, the method comprising the 
step of using molecular modelling means to select or design a compound 
that is predicted to interact with the said hydrophobic pocket-containing 
protein kinase, wherein a thxee-dkneiisioiiai structure of a compound is 
15 compared with a three-dimensional structure of the said hydrophobic 
pocket and/or with a three-dimensional structure of an interacting 
polypeptide, as defined above, and a compound that is predicted to interact 
with the said hydrophobic pocket is selected. 

20 Thus, the three-dimensional structure of a compound may be compared 
with the three-dimensional structure of an interacting polypeptide 
comprising the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr. In 
particular, the structure of the compound may be compared with the 
structure of the portion (the interacting portion) of the interacting 

25 polypeptide that interacts with the hydrophobic pocket, as discussed above 
and in Example 2, for example the Phe/Tyr-Xaa-Xaa-Phe/Tyr portion of 
the interacting polypeptide. A compound that mimics the structure of the 
interacting polypeptide, preferabiiy the interacting portion of the 
polypeptide, still more preferably the features of the interacting portion 
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that interact with residues of the protein kinase that define the hydrophobic 
pocket, ie residues equivalent to Lys76, Leull6, Val80 and/or Lyslll of 
fall-length mouse PKA, may be selected. 

5 The three-dimensional structure of a compound may be compared with the 
three-dimensional structure of the hydrophobic pocket. A compound that 
can interact with the hydrophobic pocket, in particular residues equivalent 
to Lys76, Leull6, Val80 and/or Lysl ll of fall-length mouse PKA, in a 
similar manner (for example similar separation an<l/or type of interaction 
10 ie hydrophobic or ionic, and/or simi T<; i cumulative energy of interaction) 
to an interacting polypeptide may be selected. Methods of assessing the 
interaction are well known to those skilled in the art. 

The three-dimensional structures that are compared may be predicted 
15 three-dimensional structures or may be three-dimensional structures that 
have been determined, for example by techniques such as X-ray 
crystallography, as well known to those skilled in the art. The three- 
dimensional structures may be displayed by a computer in a two- 
dimensional form, for example on a computer screen. The comparison 
20 may be performed using suci two-dimensional displays. 

The following relate to molecular modelling techniques: Blundell et al 
(1996) Stucture-based drag design Mature 384, 23-26; Bohm (1996) 
Computational tools for Mrueture-based ligand design 
25 Prog Biophys Mol Biol 66(3}, 197-2 30; Cohen et al (1990) / Med Chem 
33, 883-894; Navia et al (1992) Curv Opin Struct Biol 2, 202-210 . 

The following computer programs, for example, may be useful in carrying 
out the method of this aspect of the i nvention: GRID (Goodford (1985) J 
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MCSS (Miranker et al (1991) Proteins: Structure, Function and Genetics 
11, 29-34; available from Molecular Simulations, Burlington, MA); 
AUTODOCK (Goodsell et al (1990) Proteins: Structure, Function and 
5 Genetics 8, 195-202; available from Scripps Research Institute, La Jolla, 
CA); DOCK (Kuntz et al (1982) JMol Biol 161, 269-288; available from 
the University of California, Sax?. Francisco, CA); LUDI (Bohm (1992) / 
Comp Aid Molec Design 6. 61-78; available from Biosym Technologies, 
San Diego, CA); LEGEND (Nishibau et al (1991) Tetrahedron 47, 8985; 

10 available from Molecular Simulations, Burlington, MA); LeapFrog 
(available from Tripos Associates, St Louis, MO); Gaussian 92, for 
example revision C (MJ Frisch, Gaussian, Inc., Pittsburgh, PA ®1992); 
AMBER, version 4.0 (PA Kcllm&r., University of California at San 
Francisco, ®1994); QUANYA/CHAidvM (Molecular Simulations, Inc., 

15 Burlington, MA ®1994); and Insight H/Discover (Biosym Technologies 
Inc., San Diego, CA ®1994). Programs may be run on, for example, a 
Silicon Graphics™ workstation, Indigo 2111 or IBM RISC/6000™ workstation 
model 550. 

20 The selected or designed compound may be synthesised (if not already 
synthesised) and tested for its effect on Ihe relevant hydrophobic pocket- 
containing protein kinase, for example its effect on the protein kinase 
activity. The compound may be rested in a screening method of the 
invention. 

25 

A further aspect of the invention is a compound identified or identifiable 
by the above selection/design method ui tae invention. 
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A still further aspect of th? invention u a compound (or polypeptide or 
polynucleotide) of the inversion for we in medicine. 

The compound (or polypep tide or polynucleotide) may be administered in 
5 any suitable way, usually parenterally, for example intravenously, 
intraperitoneally or intravesical}?, i standard sterile, non-pyrogenic 
formulations of diluents and earners The compound (or polypeptide or 
polynucleotide) may also be administered topically, which may be of 
particular benefit for treatment of s.irlace wounds. The compound (or 
10 polypeptide or polynucleotide) may also be administered in a localised 
manner, for example by injection. The compound may be useful as an 
antifungal (or other parasitic, pathogenic or potentially parasitic or 
pathogenic organism) agent. 

15 A further aspect of the invention is the use of a compound (or polypeptide 
or polynucleotide) as defined above in the manufacture of a medicament 
for the treatment of a patient in need of modulation of signalling by a 
protein kinase having a hydrophobic pocket in the position equivalent to 
the hydrophobic pocket of Protein Kmase A (PKA) that is defined by 

20 residues including Lys76., Leu 1 16, V«L.j£ and/or Lyslll of full-length 
mouse PKA, for example PDK1, SGK, PKB or p70 S6 kinase, for 
example insulin signalling pathway and/or PDKl/PDK2/SGK/PKB/p70 S6 
kinase/PRK2/PKC/PKA signalling. The patient may be in need of 
inhibition of a said hydrophobic poc?c^i-containing kinase in an infecting 

25 organism, for example the patient m%> have a iungal infection for which 
treatment is required, Tbe compouna :tav inhibit the infecting organism's 
(for example fungal) hydrophobic pc»c1cr;t-containing protein kinase, but 
may not inhibit the patient's equiv^jer; hydrophobic pocket-containing 
protein kinase. 
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A further aspect of the invention is a method of treating a patient in need 
of modulation of signalling by a p-rctein kinase having a hydrophobic 
pocket in the position equivalent to the hydrophobic pocket of Protein 
5 Kinase A (PKA) that is defined by residues including Lys76, Leull6, 
Val80 and/or Lyslll of full-length mouse PKA, for example PDK1, 
SGK, PKB or p70 S6 kinase, for example insulin signalling pathway 
and/or PDKl/PDK2/SGK/PKB/p70 S6 kinase/PRK2/PKC/PKA 
signalling, wherein the patient is administered an effective amount of a 
10 compound (or polypeptide or polynucleotide) as defined above. 

A compound that is capable of reducing the activity of PKC, for example 
PKCP, PRK1 or 2, PICA. PDK1 (ie the PDK1 and/or the PDK2 activity), 
PKB, SGK or p70 S6 kinase may be useml in treating cancer. PDK1, for 

15 example via PKB and/or SGK, may be capable of providing a survival 
signal that protects cells liom apoptosis induced in a variety of ways 
(reviewed in Cross et al (1995) Nature 378, 785-789 and Alessi & Cohen 
(1998) Curr. Opin. Genetics. Develop. 8, 55-62). Thus, such compounds 
may aid apoptosis. Reduction of the activity of PDK1, PKB, SGK and/or 

20 p70 S6 kinase may promote apoptosis and may therefore be useful in 
treating cancer. Conditions in which aiding apoptosis may be of benefit 
may also include resolution of inflanmia^on. 

A compound is capable of increasing the activity of PDK1, PKB, SGK or 
25 p70 S6 kinase may be useful in treatiiig diabetes or obesity, or may be 
useful in inhibiting apoptosis. Increased activity of PDK1, PKB, SGK or 
p70 S6 kinase may lead to increased levels of leptin, as discussed above, 
which may lead to weight loss; thus such compounds may lead to weight 
loss. For example, such compound? (nay suppress apoptosis, which may 
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aid cell survival during or following cell damaging processes. It is 
believed that such compounds are useful in treating disease in which 
apoptosis is involved. Examples cf .such diseases include, but are not 
limited to, mechanical (including best) tissue injury or ischaemic disease, 
5 for example stroke and myocardial infarction, neural injury and 
myocardial infarction, 11ms the patient in need of modulation of the 
activity of PDK1, PKB, SGK or p70 S6 kinase may be a patient with 
cancer or with diabetes, or a patient in need of inhibition of apoptosis, for 
example a patient suffering from tissue injury or ischaemic injury, 
10 including stroke. 

Thus, a further aspect of the invention provides a method of treating a 
patient with an ischaemic disease the method comprising administering to 
the patient an effective amount of a compound identified or identifiable by 
15 the screening methods of the invention. 

A still further invention provides a use of a compound identifiable by the 
screening methods of the invention In the manufacture of a medicament 
for treating an ischaemic disease in a patient. 

20 

Thus, a further aspect of the invention provides a method of treating a 
patient with an ischaemic di sease the method comprising administering to 
the patient an effective amount of a compound identifiable by the 
screening methods of the invention. 

25 

If the patient is a patient in need oi wotnotion of apoptosis, for example a 
patient with cancer, it is preferred tha; Lue compound of the invention that 
is used in the preparation of the mec.icam.ent is capable of reducing the 
activity of PDK1, PKB, SGK or p70 36 kinase. If the patient is a patient 
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with diabetes or a patient in need of inhibition of apoptosis, for example a 
patient with ischaemic disease, it is preferred that the compound of the 
invention that is used in the preparation of the medicament is capable of 
increasing the activity of PDK1, PKB, SGK or p70 S6 kinase. 

5 

The invention farther provides a medic d of identifying a compound that 
modulates the protein kinase activity of a protein kinase having a 
hydrophobic pocket in the position equivalent to the hydrophobic pocket of 
mouse Protein Kinase A (PICA) thai is defined by residues including 

10 Lys76, Leull6, Val80 and/or Lyslll of full-length mouse PKA, for 
example PDK1, comprising the steps of (1) determining the effect of a test 
compound on the protein kinase activity of the said protein kinase, and/or 
a mutant thereof, and (2) selecting & compound capable of modulating the 
protein kinase activity ot the said protein kinase to different extents 

15 towards (i) a substr ate that binds to Jhe said hydrophobic pocket of the 
said protein kinase (hydrophobic pocket-dependent substrate) and (ii) a 
substrate (such as PKB) that does not bind, or binds to a lesser extent than 
the first said substrate (hydrophobic pocket-independent substrate), to the 
said hydrophobic pocket of taie said protoin kinase. 

20 

It is preferred that the protein kinase is PDK1. Preferences indicated 
above apply to this and following aspects of the invention as appropriate, 

A compound that inhibits the protein kinase activity of the said protein 
25 kinase (for example PDK1) to a greater extent towards the hydrophobic 
pocket-dependent substrate than, towards the hydrophobic pocket- 
independent substrate may be selected 
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When the protein kinase is PDK1, the hydrophobic pocket-dependent 
substrate may be SGK, PRX2, S6K1 or PKC£. The hydrophobic pocket- 
independent substrate may be PKB, 

5 A further aspect of the invention provides a method of identifying a 
compound that modulates the proteta kinase activity of a protein kinase 
having a hydrophobic pocket in the position equivalent to the hydrophobic 
pocket of mouse Protein Kinase A (PKA) that is defined by residues 
including Lys76, Leull6, Val80 and/or Lyslll of full-length mouse PKA 
10 (for example PDK1), comprising the step of determining the effect of the 
compound on the protein kinase aciivky of, or ability of the compound to 
bind to (1) the said protein kinase mutated at a residue defining at least 
part of the said hydrophobic pocket a/ the protein kinase, for example the 
residue equivalent to lysine 76 of fuM ieigth mouse PKA. 

15 

The method may further comprise determining the effect of the compound 
on the protein kinase activity of, or ability of the compound to bind to, the 
protein kinase (for example FDKi) which is not mutated at the said 
residue defining at lease pari of the said liydrophobic pocket of the protein 
20 kinase. When the protein kinast is PDK1, it may lack a functional PH 
domain (ie it may lack a PH domain capable of binding a 
phosphoinositide). 

The effect of the compound on flte r* f e oi degree of phosphorylation of a 
25 hydrophobic pocket-dependent sabstrvw niav be detennined. A compound 
may be selected that decreases the protein kinase activity of the said 
protein kinase, for example PDK'i, towards a hydrophobic pocket- 
dependent substrate and does mt afreet or increases the protein kinase 
activity towards a hydrophobic pocket --Independent substrate, for example 
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PKB when the kinase is PDK1. An activator of PDK1 may mimic insulin 
and may be useful in treating diabetes or obesity, and may protect cells 
from apoptosis. 

5 A further aspect of the invention provides a kit of parts useful in carrying 
out a method according to die preceding aspect of the invention, 
comprising (1) a mutated protein, kinase as defined above and/or the 
protein kinase which is not a mutated said protein kinase as defined above 
(2) a hydrophobic pocket-dependent substrate and a hydrophobic pocket- 
10 independent substrate of the said protein kinase. 

A further aspect of the invention provides the use of a compound capable 
of inhibiting to a different extents die rate or degree of phosphorylation by 
a protein kinase having a hydrophobic pocket in the position equivalent to 

15 the hydrophobic pocket of mouse Protein Kinase A (PKA) that is defined 
by residues including Lys76, Leull6, ValSO and/or Lyslll of full-length 
mouse PKA (for example PDK1), of a hydrophobic pocket-dependent 
substrate than of a hydrophobic pocket -independent substrate of the 
protein kinase, in the manufacture of a medicament for the treatment of a 

20 patient in need of inhibition to different extents of (1) phosphorylation of a 
hydrophobic pocket-dependent substrate of the said protein kinase and (2) 
phosphorylation of a hydrophobic pocket-dependent substrate of the said 
protein kinase. Preferably the protein kinase is PDK1 . 

25 The compound may be an interacting polypeptide or compound as 
discussed above. For example, the compound may be PIF when the 
protein kinase is PDK1 . 
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It is preferred that the compound inhibits to a greater degree the rate or 
degree of phosphorylation by the protein kinase (for example PDK1) of 

(1) a hydrophobic pocket-dependent substrate of the protein kinase than 

(2) a hydrophobic pocket -independent substrate of the protein kinase. 

5 

When the protein kinase is PDK1, the compound may be used to treat 
diabetes or cancer. 

The invention will now be described by reference to the following 
10 Examples and Figures: 

figure Legends 

Figure 1. PIF prevents PDE1 from phosphorylating p70 S6K in vitro. 
GST-p70 S6K lacking the C-ieinamal 104 amino acids (GST-p70 S6KT2) 

15 (lug) was incubated for 30 mm at 30°C with Mg [y32p] ATP and GST- 
PDK1 (50nM) in the presence or absence of either wild type (wt) GST- 
PIF or D978A GST-PIF (1.5uM), or the indicated PIF peptides (4 uM) in 
a final volume of 20 pi. The reactions were terminated by making the 
solutions 1% in SDS, the samples subjected to SDS-poIyacylamide gel 

20 electrophoresis., and the phrsphoryViion assessed by autoradiography of 
the gel. The position in the gel where OST-p70 S6KT2 (73 kDa) migrates 
is indicated with an arrow. The only other: 32p.i a belled protein on the gel 
which is not shown, corresponded lo autophosphorylation of PDK1 and 
contained -10 fold lower levels of 3 2 P~radioactivity than that of the GST- 

25 p70 S6T2 phosphorylated by PDK1 in the absence of PIF. A high amount 
of PDK1 is used in this experiment to achieve a near maximal 
phosphorylation of GST-p70 S6T2. If the reactions were carried out at a 
10-fold lower concentration of FDK1 under conditions where the 
phosphorylation of GST-p70 S6T2 by PDK1 is linear with time and the 
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amount of substrate used, then PTF s'iTJ. prevented the phosphorylation of 
GST-p70 S6T2 (data not shown), wt indicates wild type and PSer 
indicates phospho-serine. The results of a duplicate experiment for each 
condition are shown, and similar findings were obtained in five separate 
5 experiments. 

Figure 2. PDK1 phosphorykttes j>7(i S6K at Thr412 in vitro and this is 
inhibited by PIF. 0.5 MS «f eidier wild type GST-p70 S6K-T2 (wt), 
T252A-GST-p70 S6K-T2 (252.A) or T412A-GST-p70 S6K-T2 (412A) 

10 were incubated for 90 min at 30°f with MgATP in the presence or 
absence of wild type (wt) or kinase-ciead (kd) GST-PDK1 expressed in 
either 293 cells or bacteria in ihe presence (+) or absence (-) of the wild 
type PIF peptides (4 pM) in a final 'ohur.e of 20 pi. The reactions were 
terminated by making the solutions 1% in SDS., the samples were 

15 subjected to SDS-polyacykmtde gel electrophoresis, and the 
phosphorylation of p70 S6K at Thr41.2 was assessed by immunoblotting 
with the T-412P antibody. Similar results were obtained in three separate 
experiments. 

20 Figure 3. PIF inhibits p?0 S6K activation and phosphorylation at 
Thr252 arid Thr412. 293 cells were co-transfected with constructs 
expressing the wild type (wt) full length HA-p70 S6K (A) or the full 
length HA-T412E p70 S6K (B) with dther GST-PIF, GST-F977A-PIF, or 
GST. 24h post transfection the cells were serum starved for 16h and them 

25 stimulated for 40 min with 100 nM IGFi. The cells were lysed and HA- 
p70 S6K was imraimopreelpitatet! ai.d assayed as described in methods. 
Protein from each lysate (10 \xg tVi me HA blots or 20 ug for the T412-P 
blot) was electrophoresed on a 10% SDS/polyacrylamide gel and 
immunoblotted using BA-mtibody or the F412-P antibody. The T412-P 
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antibody was incubated with either the synthetic peptide (10 (ig/ml) 
corresponding to residues 40 1 to 4?. 3 of p70 S6K phosphorylated at 
Thr412 (phosph-412E peptide), or iSie imphosphorylated peptide (de- 
phospho-Thr412 peptide). Tbe T411, ? antibody consistently recognises a 
5 protein termed "non specific band" x cell lysates which migrate at (75 
kDa) derived from non transacted ?: id iansfectod cells. The intensity of 
this band does not change with IGFJ. It is not co-immunoprecipitated 
with HA-p70 S6K (date not shown) r rhe HA-p70 S6K activities shown 
are the average + SEM for a single experiment carried out in triplicate. 
10 Similar results were obtained in 8 separate experiments (A) and 2 
experiments (B). The inunucoblottmg was carried out in 3 separate 
experiments with similar results. 

Figure 4. PIF does not inhibit PKBa activation or its phosphorylation 
15 at Ser473. 293 ceils were co-transfeoed with constructs expressing the 
wild type full length HA-PKBcx with either GST-PIF or GST. 24h post 
transfection the cells were seium starved for 16h and then stimulated for 
15 min with 100 nM IGFL The ceils were lyscd and HA-PKBcx was 
immunoprecipitated and assayed as described in Methods. Protein from 
20 each lysate (10 jxg) was dec^ofcoresad on a 10% SD5/po?yarylamide gel 
and immunoblotted using HA-sntibody or the S473-P antibody. The HA- 
PKBa activities shown ?re the average:. + SEM for a single experiment 
carried out in triplicate, similar n Tilts were obtained in 3 separate 
experiments, 

25 

Figure 5. A kmase-dead YDKl kKbxte p70 S6K activation and 
phosphorylation at Tkr252 mid Tto fi.12. 293 cells were co-transfected 
with constructs expressing the wild type (wt) full length HA-p70 S6K (A) 
fall length (A) fall length HA-252A j70 S6K (B), fall length HA-412A 



WO 01/44497 



PCT/GBOO/04598 



62 

p70 S6K (C) or Ml lengfL HA-< 123 $70 Sf3K (D) with either wild type 
PDK1, a kinase-dead (kd) mufcmt o. H)K1 or the empty pCMV5 vector. 
24h post transfection, the cells were ssrum starved for 16h and then 
stimulated for 40 min with l 4 X jM KT : 'L The cells were lysed, wild type 
5 and mutant forms of HA-p70 S6K linmiinoprecipitated and assayed as 
described in methods. The HA-252A p70 S6K or the HA-412A p70 S6K 
are essentially inactive nadir ail c \ volitions as reported previously [6] 
(data not shown). Protein rrcm end: iyate (10 ^ig for the HA blots or 20 
Ug for the T412-P blot) wa:: electrophoresed on a 10% 

10 SDS/polyaciylamide gel sod immtieoblotted using HA-antibody or the 
T412-P antibody. The T412-P antibody was incubated in the presence of 
the dephosphorylated peptide corresponding to residues 401 to 418 of p70 
S6K. The HA-p70 S6K activities s';own are the average + SEM for a 
single experiment carried out in triplicate. Similar results were obtained 

15 in at least 3 separate experiments. Comparable results to the HA ami 
T412-P blots shown here also obtained in at least 3 separate experiments. 

Figure 6. Quantitative analysis of the binding of PDK1 to p70 S6K. 
Surface Plasmon Resonance measurements were carried out on a BiaCore 

20 instrument as described in the Mertk is. His-PDKl was injected at the 
indicated concentrations ovei (A) : G f RUs of p70 S6K-T2 (closed 
squares), or 412Ep70 S6K-T2 (ciose i codes) which was immobolised by 
amine coupling to a CMS S^nsorch/s Experiments carried out in the 
presence of either 10 nM wild type HF peptide (hexagons) or 10 uM 

25 D978A mutant PIF peptide (tmnglcO ar<i indicated. The responses at 
steady state binding were re.:< rdad. All data are single determinations 
from a representative experiment that -w S repeated at least 3 times with 
similar results. The date on tie bind j? 3 of wild type p70 S6K to PDK1 
concentrations above 2 nM is not ppovip, as our aralysis of the date 
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suggested that non-specific p/otem h ading was contributing to part of the 
observed binding response. 

Figure 7. Two hybrid interaction of PDK1 and wild type and mutant 
5 C-terminal fragment of PKA (A) The Y190 yeast strain was 
transformed with vectors expressing PDK1 fused to the Gal4 DNA 
binding domain (GBD), together witii vectors encoding either PIF or the 
wild type or indicated mutant s of a C -terminal fragment of PKA (PKAct 
residues 129-350) fused to z Gal4 activation domain (GAD). As a 

10 control, yeast were also co-transformed, with the GBD domain alone and 
the GAD domain alone. The yeast were grown overnight at 30°C and 
galactosidase filter lift assays performed at 30°C for 4h. An interaction 
between GBD-PDK1 and GAD-PKAct Educes the expression of p- 
galactosidase which is detected a:? a frroe colour in the filter lift assay. (B) 

15 Alignment of the amino acid sequence of the C-terminal 77 amino acids of 
PKA with the equivalent region of AGC subfamily kinases indicated. 
Identical residues are denoted by white letters on black background, and 
similar residues by grey boxes. The aromatic residues in the hydrophobic 
motif are indicated by arrows. 

20 

Figure 8. C-termiual Phe-Xaa-Xaa-Phe residues of PKA interact with 
a hydrophobic pocket on the PEA kinase domain, predicted to be 
conserved in PDK1. (A) Ribbon st ructure of the PKA/PKI/ATP tenary 
complex [33: Example 2J: PU and ft.e ATP molecule are indicated. The 
25 C-terminal Phe 347 and Phe 350, are indicated. The position of phospho- 
Thr 197 (the PDK1 phosphorylation site) in the T-loop is indicated. (B) 
Detailed structure; of the hydrophobic pocket on the kinase domain of PKA 
that interacts with the C-teminal Phe-Xaa-Xaa-Phe residues of PKA. 
Lys76 (equivalent of LysllS in PDK.t), Leu 116 (equivalent of Leul55 in 



WO 01/44497 



PCT/GB00/04598 



64 

PDK1), Phe347 and Phe350 5 and certain limine residue;? are shown. (Q 
The structure of the PDK1 kinase domain was modelled as described in 
methods. The region of PDK1 equivalent to the hydrophobic pocket of 
PKA termed the PIF-bindicg pocket is shown. Residues predicted to be 
5 involved in binding to PIF are highlighted. (D) Alignment of the amino 
acid residues of PDK1 around the PIF-binding pocket and the equivalent 
region of PKA. Identical residues are denoted by white letter on black 
background and similar residues by grey boxes. Residues on PKA which 
interact with the C-tennina}. Phe-Xaa~Xaa-Phe motif are marked with an 
10 asterisk. 

Figure 9. Effect of mutation of conserved residues in the PXF-binding 
pocket of PDK1 on the ability to interact with PIP. 293 cells were 
transiently transfected with DNA constructs expressing GST-PIF and 

15 either wild type Myc-PDKl or toe indicated mutants of PDK1. 36 h post 
transfection the cells were iysed and GST-PIF purified by affinity 
chromatography on glutathione -Sepharose beads. 2\ig of each protein was 
electrophoresed on a 10% SDS/polyaeryiamide gel and either stained with 
Coomassie blue (A and E) or immunobloUed using an anti Myc antibody 

20 to detect Myc-PDKl (B and Fh To establish that the wild type PDK1 and 
mutant proteins were expressed at a cimilar level, lOjig of total cell lysate 
was electrophoresed on a 10% SDS/polyacrylamide gel and 
immunoblotted using anti-Myc antibodies (C and G). Duplicates of each 
condition are shown. Similar results were obtained in 3 to 5 separate 

25 experiments. (D) Surface Plasmon Resonance measurements were carried 
out in a BiaCore instrument h& described in the Methods to measure the 
interaction of wild type and mutant GST FDK1 preparations with the 24 
residue synthetic peptide whose sequence encompasses the PDK1 binding 
site on PIF termed PIFtide [24: Example 2]. PIFtide was immobilised on 
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a SA SensorChip and wild type (m) or (he indicated mutants of PDK1 
were injected at a concentration of 40nM. Ali data are single 
determinations from a representative experiment that was repeated at least 
3 times with similar resists. Foi clarity, the bulk, refractive index 
5 changes associated with the beginning and end 10 seconds of the injection 
have been removed. 

Figure 10. LeulSS mutants of FftXl do not interact with either PIF 
or the C-terminal fragment of PKA In the two hybrid system. The 
Y190 yeast strain was transformed with vectors expressing the wild type 
PDK1 or the indicated mutants of PDK1 fused to the Gal4 DNA binding 
domain (GBD) together with vectors encoding for the expression of either 
the 77 C-terminal residues of PRK2 (PJF) or the C-terminal fragment of 
PKA (PKA CT residues 129-350 rased to a GaI4 activation domain (GAD). 
As a control yeast were also co-transformed with vectors expressing the 
GAD and GBD domains only. The yeast were grown overnight at 30°C 
and galactosidase filter lift assays performed at 30° for 4h. An interaction 
between GBD-PDK1 and either GAD-PEP or GAD-PKA CT induces the 
expression of p-galactosidase which is detected as a blue colour in the 
filter lift assay. 

Figure 11. Phosphorylation Thr308 of FKB by wild type and PEF- 
binding pocket mutants ©/ WBEl. Wild type or mutants forms of GST- 
PDK1 were expressed in 293 cells and purified by affinity 
25 chromatography on glucaihione-Sepharose beads. Each GST-fusion 
protein (0.2 ng) was incubaied foe 30 min at 30°C with GST-S473D- 
PKBa and MgATP ra &e presence .)r absence of phospholipid vesicles 
containing 100 \xM phosphatidyefcoiiue. 100. uM phosphatidyylserine and 
10 pM OT-l-stearoyl-2-arachidor»oyi-D-I^dIns (3, 4, 5) P3 and tlte increase 
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in specific activity of GST-:3473r-?K13« was deieirniined relative to a 
control incubation in which !he FDKi was omitted (average for 6 
determinations, three: independent experiments). The basal activity of 
GST-S473D-PKBa was 1.5 U/mg. Under the conditions used it was 
5 verified that the activation of GST 473D-PKBa was proportional to the 
amount of PDK1 added to the assay (data not shown), (-indicates PDK1 
was omitted. 

Figure 12. PDK1 is activated! and stabilised through its interaction 

10 with PIFtide. (A) GST-PDK'l activity was measured in the presence of 
increasing concentrations of wild type fart) PIFtide (closed circles) or a 
mutant D978A PIFtide (open circles) using the synthetic peptide substrate 
termed T308tide, as described in Material and Methods. The data was 
fitted to a hyperbola using the Kaleidagraph™ software. The connection 

15 needed to obtain 50% activation of PDKi was 0.14 \M for wt-PIFtide and 
1.1 for D978A-PIFtitie. I he assay shown was performed in triplicate 
and there was less than 5% difference between each assay. Similar results 
were obtained in 2 further experiments (B)- The wild type GST-PDK1 
(circles) or the L155D mutant of GST-PDK1 (squares) was incubated in 

20 the presence (closed symbols) or absence (open symbols) of 100 pM 
PIFtife and then for 2 min at the indicated temperatures, rapidly brought 
to 0°C (see Materials and Methods), and 2 mm later assayed at 30 °C for 
10 min using T308tide as substrate. Thv activity of PDKI obtained by 
incubation at 30°C was taken as 100%. The assay shown was performed 

25 in duplicate with similar results obtained in two separate experiments. 

Figure 13. Effect of PIFtide on M>Ki pocket mutants. Wild type and 
the indicated mutants of GST-PDKf v/ere assayed with T308tide either in 
the absence (dotted bars) or in the presence of 2 mM PIFtide (dashed 
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bars), or 35 pM PIFtide (ffl!e,: bars). J^der the conditions used the 
phosphorylation oi T308fiue b'f A : DK. 1 . vas linear with time (data not 
shown). (A) shows the PDX1 rantacfs v/hrch are activated in the absence 
of PIFtide, and (B) the mutants whicb are activated by high concentrations 
5 of PIFtide. The assay was performed in triplicate with less than 10% 
difference between triplicate sampks . Similar results were obtained in 3 
separate experiments. 

Figure 14. PDKtide is a vastly superior substrate foir PBK1 than 
10 T308tide because it interacts with the PIF-binding pocket of PDK1. 
(A) His-PDKl was assayed for activity using as substrate the indicated 
concentration of either PDKtide (open triangles) or T308tide (open 
circles). (B) HIS-PDKI was asspyec for activity in the presence if 
PDKtide (25 pM closed trkngles) oi K> OS tide (100 jifti closed circles) in 
15 the presence of the indicated cunasnofctiods of PIFtide. The assay was 
performed in triplicates wifit less xkm 5% difference between the triplicate 
samples. Similar results we,;e obtained m 3 separate experiments. 

Figure 15. Alignment oF AGC pruteki tiuase family members. The 
20 residue equivalent to Lys 76 :>f am!*2 ?K*A (or residue Lys77 of human 
PKAa) is indicated. The residue ecorvalent to Val80, Lyslll and 
Leull6 of mouse PKA are also* indicated. The position of the 
hydrophobic motif Phe/Tyr-Xaa-Xaa-Phe/l"'yr is indicated by double lines. 

25 Figure 16. Alignment of further A 35 C protein kinase family members. 
The residue equivalent to l ys 76 oi' nwise PKA (or residue Lys77 of 

4 

human PKAa) is indicated. Ilae residues equivalent to Val80, Lyslll and 
Leull6 of mouse PKA are mo indicated. The position of the 
hydrophobic motif Phe/Tyr-X^-X?:i-Phe/T)r is indicated by double lines. 
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Figure 17. Protein used a subsfrate? of PDK1. 

Figure 18. Phosphorylation and activation of substrates by PDK1 PIF 
5 pocket mutant Leul55GIu. GST-EDK1 and GST-PDK1 L155E were tested 
for their ability to phosporylais and activate the different substrates. PDK1 
L155E is known to disrupt die hydrophobic PIF pocket. Substrates (0,6 
\jM) were incubated in vitro m the absence or in the presence of PDK1 or 
PDK1 L155E. Activation of substrates was assessed by further incubating 

10 the reaction mixture with [v- 32 PTATP and the peptide substrate Crosstide. 
Activation of the substrate oroteie iinare is observed as a difference 
between the activity without or in +hi presence of the stated concentration 
of PDK1. Phosphorylation of she sjbsbatcs was quantified by performing 
the phosphorylation reaction in the presence of Py- 32 P|ATP ? separating the 

15 products of the reaction by SDf!-PAGB followed by phosphoimager 
analysis. Parallel experiments were Wotted with antibodies that specifically 
detect the phosphorylated form of the 256 site on S6K1, 252 site on SGK1 
and 308 site on PKB. Ixnmunoblots o delect the phosphorylated form of 
the hydrophobic motif site of .S6K! and PKB under itfiese conditions did 

20 not reveal any band (not shown). Under the conditions used, 
phosphorylation of substrates by ?DK1 were linear with time and amount 
of enzyme. Experiments were performed in duplicates at least two times. 
The results shown correspz^d to one particular experiment. Duplicates 
within one experiment did not vary more Irian 10%, usually less than 5%. 

25 Substrates tested were (A) Baculo^rxs erxressed His-tag S6K1 T2 and 
S6K1 T2 412E, (B) GST-SGK! «nd GST-SGK1 422D previously 
dephosphorylated with PP2A, (C) GST-KL-PKB and GST-FL-PKB 473D, 
(D) GST-PKR-APH and GST-PKB-APH. 
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Figure 19. Effect of PIFtide on the in vitro phosphorylation and activation 
of PDK1 substrates. Substrates (0.6 |iM) were incubated in vitro with 
GST-PDK1 as indicated in the presence or absence of PIFtide (2). 

5 

Figure 20. Effect of PIFtide cn tbe activation of S6K1 and SGK1 by 
PDK1 PIF pocket mutants (155A, 1.1 5A, I19A, 150A). GST-PDK1, GST- 
PDK1 L155E, 155 A, 115A, 119A and !50A were tested for their ability 
to activate His-S6K1 412B and G3T-SGX1 422D. The phosphorylation 
10 and activation of substrates was perforated as described in Fig. 17. When 
PIFtide was included in the reaction, it was pre-incuhated on ice for "15 
min until the reaction was initiated with the addition of ATP-Mg. 

Figure 21. Interaction of S6KJ md SGK1 with PDK1. 293 cells were 
15 transiently transfected with DNA ccnstmcts expressing GST, GST-PDK1 
wt or PDK1 L155E together with construe s expressing either wild type or 
the indicated mutants or truncations of HA tagged S6K1 (A) or wild type 
GST-AN-SGK1 or 422D mutant. 36 h post transfection the cells were 
lysed and GST fusion protein was purified by affinity chromatography on 
20 glutathione-Sepharose beads. AJiquete were electrophoresed on a 10% 
SDS-polyacryJamide gel, stafated with Cooraassie Blue, or immunoblotted 
using an anti-FLAG antibody to detect FLAG-S6K1 and anti-Myc 
antibody to detect Myc-PDKL To establish that title vild type and mutant 
proteins were expressed at similar levels, 10 mg of total lysate was 
25 electrophoresed on a 10% SDS-prl/acrylamide gel and immunoblotted 
using the indicated antibodies. Duplicates of each condition are shown. 
Similar results were obtained in tw> r'iffewnt experiments. 
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Figure 22. Model for PDF! ijpecfflcity. Over-expression of substrates of 
PDK1 in 293 cells produces protean "kinases which are constitutively 
phosphorylated (PKCt; and PRK2). others that are phosphorylated and 
activated within 1-2 minutes of IGF I stimulation (PKB), and others that 
5 are phosphorylated and activated after 10 40 minutes of exposure to the 
same stimulus (S6K and SGK). TJr -s. there should be a mechanism that 
ensures this particular specificity. Here we depict a possible model for the 
phosphorylation of PDK1 substrates that is supported by the results here 
presented and is in agreement wife published observations. In this model, 

10 PDK1 activity needs not be regulate! Rather, modifications on substrates 
other than PKB could allow the direct interaction of the C-terminal 
hydrophobic motif of these kinases with the PIF binding pocket of PDK1. 
Interaction with its substrates by this m< a:is would be the regulatory step 
ensuring the temporal and spacia! specificity of PDKJ . After synthesis, 

15 PKC£ would be in a conformation that enables its direct interaction with 
PDK1 and hence it is constitutively phosphorylated Q. In 293 cells the 
overexpression of PRK2 leads to a similarly active (phosphorylated) 
enzyme, but it is suggested that the interaction of PRK2 with PDK1 could 
be regulated by Rho [j. SGE and S6K must be modified by 

20 phosphorylation in order to aUow the interaction with PDK1, which 
prompts their phosphorylation and activation. The main interaction 
between PKB and PDK1 is likely to be dependent on Ptd[ns(3,4,5)P3 
possibly by lipid mediated co~ localisation. In PKB interaction, a minor 
role could be played by ?DK t PIP pocket since APH-PKB 

25 phosphorylation is dependent Oa tie hydrophobic motif - PIF binding 
pocket interaction. 
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Example 1: Evidence that PDK1 ptosjph^rjtates p70 S6 kinaise in vivo 
at Thr412 as well as Ser252, 



Abbreviations: PKB, Protein kinase B;PtdIns, Phosphatidylinositol;PI3- 
5 kinase, Phosphoinositide 3 kirias'r PH, pleckstrin homology; RSK, 
Ribosomal S6 kinase; MSK, Mitogen and Stress Stimulated kinase; 1,2- 
SAD-PtdIns(3 5 4,5)P 3 ,sn-l-steaioyt--2-arae:iiidonoyl-D» 
PtdIns(3,4,5)P 3 ;C l6 -Pt^^ 

PtdXns(3,4,5)P 3 ;C 16 -PtdIns(3,4)P,,^n-l,2 di-palniitoyl-D-PtdIns(3,4)P 2 . 

10 

In this Example, we demonstrate that PDK1 expressed in cells, for 
example 293 cells or bacteria, is capable of phosphorylating p70 S6 kinase 
at Thr412 in vitro. We find thai PDK1 bo md to PIF is no longer able to 
interact with or phospborylate o70 S6 kinase in vitro at either Thr252 or 

15 Thr412. The expression of PIF in cells prevents IGF1 from inducing the 
activation of the p70 S6 kinase «.nd its phosphorylation at Thr412. 
Overexpression of PDK1 in ceis induces the phosphorylation of p70 S6 
kinase at Thr412 in umtimniated cells, and a catalytically inactive mutant 
of PDK1 prevents die phosphorylation vi p70 S6K at 'fhr412 in IGF1- 

20 stimulated cells. These ob&tfmtions pirv-de further evidence that PDK1 
is one of the kinases that regulates Ihe activation of p70 S6 kinase, and the 
first evidence that PDK1 mediates the phosphorylation of p70 S6 kinase at 
Thr-412 in cells. 



25 Experimental Procedures 

Materials The peptides used to aswy PKSu, (RPRAAT3F) [23] p70 S6K 
(GRPRTSSFAEG) [24] and tie peptides used to raise and purify the 
T412-P antibody were syLtiieslsetf Dy Djt G. Blomberg (University of 
Bristol, U.K). Protein G-Sepaarose ? glutathione Sepharose and CHX- 
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Sepharose were purchased torn Pharmacia; Protease-cocktail tablets from 
Roche, tissue culture reagents, IGFI m<\ microcystin-LR were from Life 
Technologies; sensorChips CM5 and SA were from BiaCore AB; 
biotinylated reagent and secondary antibodies coupled to horse radish 
5 peroxidase were from Pierce. 

Antibodies. The phospho-specilic antibody recognising p70 S6K 
phosphorylated at Thr412 v/as raised in sheep against the peptide 
SESANQVFLGFTYVAPSV (conesponaing to residues 401 to 418 of the 
longer splice variant of human a-isoform of p70 S6K), in which the 

10 underlined residue is phosphoiiireomne. The antibody was affinity 
purified on CH-Sepharose covalently coupled to the phosphorylated 
peptide. The antibodies were th;n passed through a column coupled to the 
non-phosphorylated peptide and thfj antibodies that did not bind to this 
column were selected. Moaoclonai anriboaies recognising the HA or Myc 

15 epitope were purchased from Bcehrin .*er Mannheim, the monoclonal 
antibody recognising GST was purchased from Sigma ;md used to verify 
the level of expression of GST-PIF in ceils, white rabbit polyclonal 
antibodies recognising the 18 C-termiuai residues of PRK2/PIF were 
purchased from SantaCraz Biotechnology. 

20 Preparation of fouect ceil His «p79 S6K. t>70 S6K with a His-epitope tag 
at its N-terminus lacking the carluuy terminal 104 residues is termed p70 
S6K-T2. In order to prepare wiid type and the mutant 412E-p70 S6K-T2 
the cDNA for these constructs wis airlifted by PCR from the pMT2 
vector encoding these foims oi p70 S6K [6] using the following 

25 oligonucleotides^ 

AGG ATC CAC CAT GCA CCA TCA CCA TCA CCA TAT GAG GCG 
AGC A AG GAG GCG G-3 1 and S'-GCG GCC GCT CAA CTT TCA 
AGT ACA GAT GGA GCC-3\ The FCR products were then subcloned 
into the BamHl/Notl sites of ihe pFASTOAC 1 vector and this vector was 
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used to generate recombinant baralow.i.'s using the; Bac-to-Bac system 
(Life Technologies Inc). The resdfin* viruses, encoded. p70 S6K-T2 or 
412E-p70 S6K-T2 with at* N-ierminal hexahistidine sequence, and was 
used to infect Sf21 cells (1,5 x lOVm) at a multiplicity of infection of 5. 
5 The infected cells were harvested 72 h post-infection and the His-p70 S6K 
proteins purified by NrVNTA (nitrilotriacetic acid)-agarose 
chromatography as described previously for PKB(J [25]. They were then 
dialysed against 50 mM Tris/HG pH 7.5, 0.1 mM EGTA, 0.27 M 
sucrose, 0.03% (by vol) Brij-35, 0.15 (by vol) 2-mercaptoethanol, 1 mM 

10 benzamidine and 0.2 mM phenykae&ylsuphonyl fluoride, snap frozen in 
aliquots and stored at -8C°C. p70 S6K-T2 or 412E p7() S6K-T2 were 
both recovered with a yield of 60 »np/iitre of infected SGI cells and were 
>90%homogeneous as judged by polyacrylamide gel electrophoresis 
followed by Coomassie Blue staining. 

15 Phosphorylation of GST-}f?0 S4S PDK1. GST-PIF and GST- 
D978A-PIF were expressed in burn^n embryonic kidney 293 cells, 
purified on glutathione-Sepharose, and the very small amount of 
endogenous PDK1 associated wich GST-PIF was removed by 
immunoprecipitation with a PDK1 antibody [22]. Phosphorylation of 

20 GST-p70 S6X-T2 by PDK1 v/as cairieJ out as described previously [7] 
except that PDK1 was; incubated the indicated con;:e titration of GST- 
PIF or PIF peptide for 10 axih on ice pnor to initiation of the assay with 
Mg[y 32 PATP]. The wild type GSi'-p?(J S5K-T2, and the mutant T252A- 
GST-p70 S6K-T2, T412A GST-p 0 S6K-H proteins were expressed in 

25 293 cells and purified as described previously [7], Wild type and 
catalytically inactive GST-PDKi vm tsxpressed either iu 293 cells [26] or 
in Exoli [27] 

Transient Transfectiosa Esitermietes, ' .lie DNA constructs encoding for 
the wild type and mutant forms of *iA-n70 S6K in the pMT2 vector used 
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in this study have been descriUd |v r \ i:us!y [6]. The constructs encoding 
wild type HA-PKBoc [25]; wilci t> ; oe My>PDK [26] and a catalytically 
inactive mutant of Myc-PDiCl, (it which Lys 111 and Asp223 are both 
mutated to Ala) termed kinase- dead PDKt [26], were all in the pCMV5 
5 vector. The constructs used vo express GST-PIF and the mutant GST- 
F977A-PIF [22] are in. tfc<; pSBG2T vector. The empty pEBG2T vector 
was used to express GST protein ir conire! experiments. DNA constructs 
used in this study were purified fiom lacteria using the Qiagen plasmid 
Mega kit according to the ntanufact Yiircr's vroiocol. 

10 

293 cells cultured on 10 cm diameter dishes in Dulhecco's Modified 
Eagle's Medium containing 10% (by vol) foetal bovine serum, were 
transfected with 2jig of DNA construct encoding either wild type or 
mutant HA p70 S6K or HA-PKBci, ana i0 fig of DNA construct encoding 

15 either GST-PIF, GST-F977A-PCP. GST, Myc-PDKl, kinase-dead Myc- 
PDK1, or the empty pCMYS vector using a modified calcium phosphate 
method [28]. 24h post transaction the cells were deprived of serum for 
16 h, and exposed to IGFi (100 nM) :ox the time indicated. The cells 
were lysed in 1 ml of lysis buiier (50 mM Tris/HCl pH 7.5, ImM 

20 EDTA, ImM EGTA, 1% oy >>q)] Triton X-100, ImM sodium 
orthovanadate, 10 mM scciuxi B-nivce-ophospbate, 50 mM NaF, 5 mM 
sodium pyrophosphate, lviVl ic crocysJn-LR, 0.27 M sucrose and 
protease cocktail tablets), c'e^red \y ceutrifiigation, and 50 jig of protein 
was subjected to iimnunopredpstattoi). vvlfr anti HA monoclonal antibody. 

25 The protein concentrations c: tfcc :aif s v.ere determined by the Bradford 
method. 

Kinase assays. The HA->»?0 S;K ;>r H.vPKBa immunop/ecipitates were 
washed and assayed for Lrtas; actr-it-; using the peptide Crosstide 
(GRPRTSSFAEG) as described previously for PKBa [28]. One unit of 
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activity, U, was thai azcou&t widen catalysed the phosphorylation of 
lnmol of substrate in one ralnivta. 

Immunoblotting for depb«i:W?latad and Thr412-ph©sphorylated 
p70 S6 kinase. Cell lysues w»;:;e Aiasa 1% SDS and the indicated 
5 amounts of protein were subjected to SDS/Polyacrylamide gel 
electrophoresis, subsequently kiusiered to nitrocellulose and 
immunobl cited using die ideated mc a: dona] antibody or the T412-P 
phospho-specific antibody (0.4 ug/ml) in 50 mM Tris/HCl pH7.5, 0.15M 
NaCl, 0.5% (by vol) Tween and 10% (by mass) skimmed milk. Detection 
10 was performed using the enhanced ehewtfuniinescence reagent (Amersham 
Pharmacia Biotech). 

Surface plasmon resonance ri^a&wenienis of PDK1 binding to p70 S6 
kinase* 

p70 S6K-T2 and T412Ep7036K-T2 mutant were amine coupled to a CMS 
15 sensor chip (BIAcore AB) according to the manufacturer's instructions. 
The indicated concentrations of His-FDKl was injected over the chip at a 
flow rate of 30 pl/min ana the steady-state binding determined, in the 
presence or absence of PIF peptde. "£ he apparent equilibrium dissociation 
constant CKd) f° r the binding of His-£DK1 to p70 36 ikinase was 
20 determined by fitting the r^oroase in steady-state binding upon increased 
PDK1 concentration to a ntrbLgular hyperbola using SigmaPlot 4 (SPSS 
Inc). The measure of response 'ii tai* experiments ia termed RU; 1000 
RU— 1 ng/mm 2 of protein b^uvd to vhe surface. 

25 Results 

Phosphorylation of p7© >S*F V- YOX1 fa fabfbited bv FEF. PDK1 binds 
with submicromolar aflimly to a rqg?.o)j of Protein Kinase C-Related 
Kinase-2 (PRK2), termed the PDK; -Taterarting Fragment: (PIF) [22]. PIF 
is situated C-terminal to the kinase domain of PRK2, and the binding of 
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this region of PRK2 to PDH is mediated by a consensus motif similar to 
that encompassing Thr412 of p70 S6K, except that the residue at this 
position is Asp (Asp978) t rafter than Thr or Ser. In Fig 1, we 
demonstrate that PDK1 when co^plexed to either GST-PIF or a 24 
5 residue synthetic peptide whose sequence encompasses the PDK1 binding 
site on PIF (PIFtide), was Ji acle to phosphorylate GST~p70 S6K-T2 (a 
deletion mutant of p70 S6X which it'.cks :ae C-terminal 104 residues) in 
vitro. In a parallel experiment it v. as ve/ified that PDK1 complexed to 
GST-PIF or the PIF peptide, was ?ble to phosphorylate PKB at both 

10 Thr308 and Ser473 to near stoichiometric levels (data not shown) as 
reported previously [221. G5T-p70 56K-T2 was used as a PDK1 substrate 
(Fig 1) rather than the fall lengti p70 S6K which is very poorly 
phosphorylated by PDK1 in vitro [7,?]. Tnmcation of the C~terminal 104 
residues of p70 S6K is likeiy tu be b&aign, as p70S6K-T2 when expressed 

15 in cells possesses indistinguishable properties to the full length protein as 
it is still activated by insulin and growth factors in a rapamycin and 
wortmannin sensitive manner [5+6]. 

A mutant form of GST-PIF or the 24 residue PIF peptide in which the 
20 amino acid equivalent to A*p9/<! FRK2 U mutated to Ala (GST-D978A- 
PIF), possesses markedly reduced ssrinity for PDK1 [22] . Consistent with 
this, GST-D978A-PIF or the im.tMt J978A-PIF peptide poorly inhibited 
the phosphorylation of GS7-p7J S6X-T2 by PDK1 slightly (Fig 1). If 
Asp978 in the PIF peptide is mutated to a phosphoserine residue instead of 
25 an Ala, to restore the negative charge the resulting peptide interacted with 
PDK1 with the same affraity as 0::i wLd type PIF peptide [22] and 
prevented PDK1 from pbospho -/Latins: GS-p70 S6K-T2 (Fig 1). 
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PDK1 phosphoryktes p70 SS kba>e at Thr412 in vitro. In order to 
determine whether PDK1 could phosphorylate p70 S6K at Thr412, we 
raised phospho-specific antibodies that only recognise p70 S6K 
phosphorylated at Thr412 (tended T412-P antibody). This antibody did 
5 not recognise GST-p70 S6K-T2 that had been incubated with MgATP in 
the absence of PDK1. However, following the addition of PDK1 which 
had either been expressed in 293 cells or bacteria, the GST-p70 S6K-T2 
became recognised by the T412-P antibody (Fig2)„ Incubation of the 
T412-P antibody with the phosphoirylated Thr4I2 peptide immnnogen used 

10 to raise the antibody (but not with the dephosphorylated peptide) abolished 
its recognition of GST-p70 S6K-T2 (see Fig 3). The rate at which PDK1 
phosphorylated T412 (as well as TUv252) of GST-p-70 S6K-T2 was not 
increased in the presence of lipid vesicles containing phosphatidylinositol 
3,4,5-trisphosphate (data no£ showu). PDK1 phosphorylated the T252A 

15 mutant of GST-p-70 S6K-T2 ai Thi*4i2 io die same extent as the wild type 
GST-p70 S6K-T2. The T412A mutant of GST-p70 S6K-T2 was not 
recognised by the T412-P antibody alter incubation with PDKl/MgATP. 
The 24 residue PIF peptide prevented PDK.1 from phosphoryiating the p70 
S6K at Thr412. A kmase-dead wulzM of PDK1 was unable to 

20 phosphorylate GST-p-70 S6K-T2 at LV412 (Fig 2). 

The rate at which PDX/l ?hes::>borylates Thr412 is likely to be 
significantly lower than that at wafch h phosphorylafes Thr252. ^P- 
labelled GST-p70 S6K-T2 phosphorated with PDK1 was digested with 
25 either trypsin or V8 protease axid tV/j subjected to peptide map analysis 
on HPLC as described previously F7J. This analysis revealed that the 
major 32 P-labeTled peptide conl&ininf 20-30% of the total radioactivity 
applied to the HPLC column corresponding to die peptide phosphorylated 
at Thr252. Although several minor peptides were present m this analysis 
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which each comprised <5% of Cio total phosphate, we were unable to 
attribute any of these to a peptide plicsphorylated at Thr412. This analysis 
does not exclude the possibility that the recovery of the 32 P-labelled 
peptide phosphorylated at Thr-4).2. xay be poor but suggests that the 
5 stoichiometry at which PDK1 phosphorylated p70 S6K at Thr412 is much 
lower than tha t which it phosphoxyhwcs Tbr252. 

PIF inhibits IGFl-induted attfraiioa of p70 S6K. In order to determine 
whether expression of PIF in ceils could prevent the endogenous PDK1 

10 from phosphorylating and activ&tme p70 S6K, HA-tagged full length p70 
S6K (HA-p70 S6K) was transfected into 293 cells together with constructs 
encoding either GST-PXF, a mutant form of GST-PIF which interacts with 
PDK1 weakly (GST-F977A-PIF) or CST itself. The wild type or mutant 
GST-PIF and GST itself were all expressed at a similar level, and were 

15 present at a much higher coneenUalion ftan the endogenous PDK1 or 
PRK2 (data not shown). 7 'he cells were subsequently stimulated with 
IGF1 for 40 min (the time at which IIA-p7G S6K is maximally activated, 
data not shown), the cells iysed and me HA-p70 S6K ktummoprecipitated 
and assayed. Cells expressing HA-pVO S6K and GST exhibited a readily 

20 measurable basal p70 S6E activity in unstimulated cells, which was 
increased 10-fold m response to i>.VFi sFig 3A). in contrast, cells 
expressing HA p70 S6K ant OS a PIF, possessed a basal HA-p70 S6K 
activity that was virtually wi^stectaUe., and IGF-stmmlation caused only a 
very slight increase in tb*; HA p'YJ S6K activity (Fig3A). In cells 

25 expressing HA-p70 S6E and G.-T-F3 <7A-PIF, HA-p70 S6K was 
substantially activated by IGFI, although not to the same extent as in cells 
expressing HA-p70 S6K and GST (Ft'? 3 A), This is probably explained by 
a weak interaction of GST-F977/.»>IW wife PDK1. 
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PIF inhibits IGF1 induced r-bosplicrjrlaf im of p70 36K at Thr412. As 
PIF inhibited P70 S6K activation, li cells, we sought to determine the 
effect of PIF expression on tk; pho ^ory!ation of p70 S6K at Thr412 and 
Thr252. We used the T412-P aatiljc-ty to measure the phosphorylation of 
5 p70 S6K at Thr412. These expedients showed that IGF1 triggered the 
phosphorylation of Thr412 (Fig 3A) This was abolished by incubation of 
the T412-P antibody with ths pbcfti^rylated TIir412 peptide immunogen 
used to raise the antibody (but not with the dephosphorylated peptide (Fig 
3A) or a phosphopeptide corresponding to the sequence surrounding 
10 Thr252 (data not shown). Furthermore, a mutant form of HA-p70 S6K in 
which Thr412 was changed to an Ah was not recognised by the T412-P 
antibody following IGF1 simulation (Fig 5C). 

When HA-p70 S6K was ccexpv<£5&i in tdls with GST-P1F, IGF1 failed 
15 to induce the phosphorylation of HA-??G S6K at Thr412 (Fig 3A). In 
contrast in cells expressing KA-#?Q auK atid the mutant GST-F977A-PIF, 
the phosphorylation of HA-p70 S6& &ali occurred but a lower level than 
that observed in cells expressing KA-y/0 S6K and GST. The decrease in 
Thr412 phosphorylation is coiiSisttiti ■•viih the reduced activation of HA- 
20 p70 S6K in these cells camptxzb 6: v. :»se rxoressing GST alone (Fig 3A). 
It should be noted however t a'. eokUmsK'ctkm of HAp70 S6K with the 
GST-F977A-PIF mutant induca] a maximal activation of P70 S6K, 
despite inducing a significant :;?a"ei reduction in the level of 
phosphorylation of T412 (Fig S.h). This finding demonstrates that the 
25 relationship between p70 pLfj^i-inyl-ifios i Thr412 and level of p70 S6K 
activity does not appear to be linear.. One explanation for Ms observation 
is that the F977A-PIF mutant ntwy iinibit more potently p70 S6K 
phosphorylation at ThrA12 than Dirt. 52; however, thus far we have not 
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been able to raise phosphospscm: antibodies recognising p70 S6K 
phosphorylated at Thr252 to explore riiis possibility. 

The overexpression of GST-PIP m ceils also abolished the IGF1 induced 
5 activation and phosphorlation. at Thr412 of the p70 .S6K-T2 mutant which 
lacks the C-terminal 104 resttnea (ds'Si not shown). 

PIF inhibits IGFl-induced p^ospb.v^Iaiion off p70 S€K at Thr252. A 
mutant form of HA-p7G S6K hi wlicii Thi412 was altered to glutamic acid 

10 to mimic the presence of a ^rio^pboKylated residue at this position, 
possessed an elevated basa! ac£v f ty which was further activated by IGF1 
when co-expressed v^ith GST or the mutant GST-F977A-PIF (Fig 3B). 
Previous work has established that t basal and IGF1 -stimulated activity 
of this mutant, is mediated tluough phosphorylation of Thr2S2 [6]. In Fig 

15 3B, we demonstrate that compression of HA-412E p70 S6K with PIF 
greatly reduced the basal activity of this mutant and largely prevented its 
activation by IGFL This suggests that PIF also inhibits the 
phosphorylation of p70 S6K etc Th.r2:»2. The overexpression of PIF cells 
also greatly reduced the basal and iGFl-sdoiulated activity of T412E p70 

20 S6K-T2 mutant in cells (data wot shewn). 

PIF does not unhibit the actiivaifcnr oi :?¥Sa or ite phosphDrylation at 
Ser473. Previous work has eiomb uar "PL" does nor prevent PDK1 from 
phosphorylating PKB :in rto j:rciCT« 3-phosphoinositide lipids but 
25 instead enables PDK1 to pho?paor;'i--tfe PKB at both Tbr308 and Ser473 
(see introduction). Here we : how th.zi in marked contrast to the effect of 
GST-PIF on p70 S5K sctivafcn, exp "^siou. of GST-PIF in 293 cells does 
not prevent IGF! from inducing; a ~ili-foM activation of IiA-PKBa. This 
activation is similar to that observed HA«PKBcc is coexpressed with 
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GST (Fig 4). Expression ot GSF-rI£ ciia not inhibit or potentiate the 
IGFl-induced pibosp!ioryiif.t?f o f * . L - * -KCBci at Sbt473 (the residue 
equivalent to Thr412 in p7) l *6K) 4). GST-PIF is expressed at a 
similar level when rontran&fecteti w : ?h PXB and HA-p7G S6K (data not 
5 shown), indicating that the inability cf PSF to affect the activation of PKB 
in cells is not due to it being ■sxpress! i zt u low level. 

A catalytically inactive mut&rt of ¥ { .W1 prevents the activation and 
phosphorylation of p70 S6K. 

10 Consistent with earlier findings [7,8], co-expression of HA-p70 S6K with 
wild type PDKl induced a large act ivation of HA p70 S6K which was not 
increased further by IGFl-stknuIatioi; (Fig 5A). We consistently observed 
a slight decrease in HA-p70 S6K activity in cells overexpressing PDK1 
following IGF-stimulation. The co -expression of wild type PDK1 with 

15 HA-p70 S6K or T252A-p7G S6K also resulted in a large increase in 
Thr412 phosphorylation in unstimulated cells (Fig 5A & 53). In contrast, 
no immunoreative band was drtecied after immunoblotting with the 
T412-P antibody, when wild type PDK.1 and the HA-T412A p70 S6K 
mutant were co-expressed (rig ;3C).. Wheu a kinase-dead mutant of PDK1 

20 was co-expressed with HA-p70 S6L, the J itter was no longer activated 
following IGFl-stimulatieti of cells, . i w ^ it pkosphory&ted at Thr412 
(Fig 5A). In Fig 5D we de&ior.s*iP.to &at co-expression of HA-412E p70 
S6K with a catalytically hactiva* PDKl reduced the basal level of 
HA-412E p70 S6K and largely preventer, its activation by IGF1. This 

25 provides evidence that the ov^eroreasiire of a kinase dead PDKl in cells 
also inhibits the phosphorylation of \ VO S'SK. at Thr252. 

PIF prevents the interactfon of PLalI with p70 S6 kinase. A recent 
study by Blenis and colleagues {29j reported that, whe:n PDKl and p70 
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S6K were coiitransfectei Lite c£3, a small amoani of PDK1 was 
coimmunoprecipitated v/itii p70 S6K. suggesting that these proteins may 
interact directly. Using Surface P'asmon Resonance measurements, we 
were able to detect a significant: uteracfion (apparent 8 jitM) between 
5 PDK1 and p412E-p70 S6K-T2 (Fig 5). This interaction was abolished in 
the presence of the 24 residue vv;3d type PIF peptide but not the 
Asp978Ala mutant of the PIF peptv.* (Fig 6), suggesting tliat both PIF 
and 412E-p70 S6K-T2 mutant compete ibr the same binding site on 
PDKL In parallel experiments, a si^iiftcantly weaker interaction between 
10 PDK1 and wild type p70 S6K-T2 kinase was detected (Fig 6). 

Discussion 

Recent work has shown a high affH interaction between PIF and the 
kinase domain of PDKi, which chances the rate at which PDK1 

15 phosphorylates PKBa and allows it to phosphorylate Ser473 as well as 
Thr308. In tiiis study we have mde the surprising observation that PIF 
prevents PDK1 from phosphorylations p70 S6K (Figs 1 and 2) and 
expression of PIF in 293 ceils prevents Lhe iGFl-induced activation of p70 
S6K (Fig 3) without affecting the activation of PKBa (Fig 4). Mutant 

20 forms of PIF which interact we.iKy nth PDKl wer? ranch less effective 
at inhibiting the phosphorylation o': p70 S6K by PDK1 in vitro, or at 
inhibiting the IGFl-induced acu^adon of the p70 S6K* These 
observations could bz explained yi n70 S6K, but not PKBa, needed to 
interact with PDK1 at a site which overlaps with the PIF binding site, 

25 before p70 S6K can become phosphorate':, by PDK1 . This conclusion is 
supported by the findings ir Fig *> Kir. I p7C S6K does interact with PDK1, 
and this interaction is abci-shed in presence of the PIF Peptide. The 
finding that the T412E mutant tbrrii of p70 S6K interacts with PDK1 with 
higher affinity than the wild typr M?zyne, may also explain why the 
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T412E mutant of p70 S6K was obsc^/ed m previous studies to be a better 
substrate for PDKl than fte wild t\me or T412A mutant of p70 S6K [7,8]. 
Phosphorylation of PKBa by PDKl is ZiOt inhibited by the presence of 
PIF, and nor could we detect any significant interaction between PKBa 
5 and PDKl in vitro by surface plasraor-. resonance (data not shown). As 
PKBa and PDKl both interact with 3 phcsphoinositides through their PH 
domains, it is possible that Ms is the primary detenninant for co- 
localising these molecules at ths plasma membrane and hence allowing 
PDKl to phosphorylate PKBa. In uostrast, substrates for PDKl such as 

10 p70 S6K, which do not interact 3 phosphoinositides may actually 
need to interact with PDKl wifr relatively high affinity, before they can 
become phosphotylated. Previous widens that PDKl is an activator of 
p70 S6K rested largely on the den o^tra-ion that PDKl phosphorylates 
and activates p70 S6K in vitro and m cotransfection experiments. The 

15 finding in this study that expression of PIF can prevent the activation of 
p70 S6K in vivo, presumably by binding to PDKl, provides further 
evidence that PDKl is required for the activation of p70 S6K in cells. 

Interaction with PIF converts PDKl into a kinase thai is capable of 
20 phosphorylating both i;u308 and Setf-73 stes of PKB. This demonstrates 
that PDKl has the infriiKic abiiicy m phosphor/late the residue in the T- 
loop as well as the PDK2 motif :A a nasi o.<ae AGC kinase family member. 
As the residues surrounding TIu4J2 oi p'K) S6K are highly homologous to 
those surrounding Ser473 of PKl>. v: vvas possible that PDKl, probably in 
25 complex with another proteins), vise possess && intrinsic ability to 
phosphorylate p70 S6K vl t hi 252 and Thr4l2. The present study 
supports this hypothesis because firs tV'. overexpressiozi of wild type PDKl 
triggers the phosphorylation of p70 S6K alt Thr412 (Fig 5A), Secondly, 
the PDKl-catalysed phosphorvla^o? of v'O S6K at Th.r412 in vitro was 
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prevented by PIF (Fig 2). Thirdly, r^rarer.sion with. PIF prevents the IGF- 
induced phosphorylation of ?7G vt Tlr-412 in ceKs (Fig 3A). Finally, 
the overexpression of a kinase-dead mutant of PDK1 iit cells not only 
prevented the activation of p70 S6, as reported by others [8], but also 
5 prevented die phosphorylation of p70 S6K at Thr412 (Fig 5). Taken 
together, the data suggests 'hat PDK1 could phosphorylate p70 S6K at 
Thr412 in vivo. As P.DK1 phosphorylation of Thr412 of p70 S6K in vitro 
is not dependent upon 3-phosphomositde lipids, it is possible that the 
sensitivity of PDKI to these lipids m cells is conferred by die interaction 
10 of PDK1 with another protein. In this respect it should be recalled that 
the interaction of PDK1 with PIF easM.es PDKI to be directly activated by 
3-phosphoinosirides [22J. If: is also possible that a PDK1 -interacting 
protein (s) could increase the rate ui which PDKi phosphorylates both 
Thr252 and Thr412 of p70 SoK. 

It has been recently reported that eatalytically inactive mutants of 
PKCX[30] and PKC^F29] antagonise the ability of agonists to activate p70 
S6K in cells. These observations were interpreted as indicating that 
PKCA./PKG* may have a role in activating p70 S6K in ceils. However, 

20 PKCX and PKC<; are both AvJC kjn\?« f?reiiy members which are likely 
to be activated by PDKI in vno f and possjs* an acidic residue rather than 
Ser/Thr in their PKD2 consensus motif. Furthermore, PKO;, like PIF 
has been shown to interact directly with the kinase domain of PDKI 
[16,18]. It is therefore possible thai botm PKCX and PKC-; interact with 

25 PDKI in the same way as PIF, anc« so prevent PDK! from inducing the 
activation of p70 S6K. Recert work also implicated PKCC in mediating a 
rapamycin-sens:jtive phosphorylation of thf novel PKC isoform (PKC5) at 
die residue equivalent to T!ir<12 of p70 SfiK {311. Tafc study did not, 
however rule out the possibility flmr PDK: complexed to PRCS acquires 
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the ability to phosphorite WCS -\ lat. residue, rafiier than TKCC, itself 
directly phosphorylating Z*s rfdi re. v o complica te motets further, it 
has also recently been shown th.-j conventional PKCa is capable of 
autophosphorylating itself a; the resk'ue equivalent to Thr412 of p70 S6K 
5 [32, reviewed 33]. Sabarhii an--? eo'?.ea?ues have reported that mTOR 
phosphorylates p70 S6K dir-tly at Tbr412 [34]. However, much recent 
evidence suggests that the ability of raw aycin, an inhibitor of the mTor 
kinase, to suppress the activity of«?0 mi is mediated primarily through 
the rapamycin-iiiduced activatiort of an mTor-regulated protein 
10 phosphatase which dephoscboryte [370 S6K [35-37]. It will be 
important to establish whether mTor or any other insulin-stimulated 
kinase, which can phosphor, 'Me p70 S6K at Tlir412 is inhibited by PIF. 

References 

15 

1. Proud, CG. (1995). Trends in mock ccilL 181-185. 

1. Lane et al (1993). Nature 3i»,17G-172. 

2. Jefferies et al (1997) EMU 16, 36>3 -3704. 

3. Pearson et al (1995) EMJjO j. U, .W-52S7. 

20 4. Pullen N & Thomas G. FFit: L'.7T.410, 78-82. 

5. Weng a/ (1998) /. Biol ::*«k..?;,J, 1 ,,621-16629. 

6. Alessi «f <ii (1998) Owr. &, 

7. Pullen er a/ (1998). Sdenr*. 7,79 'Kl- '10. 

8. Alessi DR. & Cohen P. OW). Cut. Opin. Genetics. Develop. 8:55- 
25 62. 

9. Mellor H & Parker P..T. (VW) Bk>-'\vr J , 332-281-292. 

10. Webster etal (1993). MoL Cell. Biol 13, 2031-2040. 

11. Shepherd etal (1998). Biochtm J 333: 471-479. 

12. Belham et al (1999). C«rratf 4, T/3-R96. 



WO 01/44497 



PCT/GB00/04598 



8.3 

13. Alessi et al (1997). Curr. Biol. 7:r.61-269. 
14.Stokoe et al (1997). Sciencs 277:567-o"0. 

15. LeGood et al (1.998). Science 281:2042-2045. 

16. Chou etal (1998). Curr. Bio/., Si: 1069-1077. 
5 17. Dutil et al (1998). Curr.Bf.ol8: 13 66-1375. 

18. Kobayashi T & Cohen P. (1999) Biochem. J. 339, 319-328. 

19. Park et al (1999). EMBO 7.18, 3024-3033. 

20. Cheng etal{\99%). Proc. Natl Acad. Sci. USA 95:9849-9854. 

21. Balendran et al (1999). Current Biolowy 9, 393-404. 
10 22. Alessi et al (1996). FEBS Lett 399.. 333 -338. 

23. Leighton et al (1995). FEBS Lett. 375, 289-293. 

24. Walker et al (1998). Biochem. J. 331, 299-308. 

25. Alessi et al (1997). Curr.Biol.l, "76-789. 

26. Casamayor etal (1999). Biochem. J. 342. 287-292. 
15 27. Alessi et al (1996). EMBO 7.15:6541-6351. 

28. Romanelli et al (1999) J. Mol >7. Biol 19, 2921-2928. 

29. Akimoto et al (1998) Biochem,. J. 273, 16621-16629. 

30. ZiegIer a.f (1999). Curr. Biol. 9, 522-529. 

31. Dutil et al (1999) Cum Biol. 8, 1366-1375. 

20 32. Peterson 4 a/ (1999) Cbmstf Biol. 9, R521-524. 

33. Burnett etal(\99S). Proc.Natl And. Sci. 95, 1432-1437. 

34. Hara et al (1998) J. Biol Own 1 B, 22160-22168. 

35. Peterson ef al (1999) Proc. Nan. Acad. Scl 96, 4433-4442. 
37.Sabatini etal (1999). Science 2&4 , 1161-1164. 

25 

Example 2: Identification of a ciyd/usiho 'Jw pocket in the small lobe of 
the PDK1 kinase domaiini which itfleracte with PIF and! the C-terminal 
residues of PKA 
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Abbreviations used (other than those defiled in Example 1): PKA, cAMP 
dependent protein kinase; FKA(j>, C -terminal fragment of PKA 
composed of residues 129-350: Ptf, pleckstrin homology; PIF; PDK1 
interacting fragment. 

5 

Materials and Methods 
Materials 

Complete protease inhibitor co'dlrnil tablets and anti-Myc monoclonal 
10 antibodies were from Roche; tissue culture reagents were from Life 
Technologies: SensorChips SA were from BiaCore AB; biotinylated 
reagent and secondary anti-mouse; I*G antibodies coupled to horse radish 
peroxidase were from Pierce. Ghvtattabne-Sepharose and ECL reagent 
were from Amersham Piiarmacia 3iotech. Peptides: the 24 residue 
15 synthetic peptide whose sequence encompasses the PDK1 binding site 
termed PIFtide (REPRILSEEEQ BMFPvI)FDYIADWC) , the mutant 
D978A-PIFtide (numbering based on the human PRK2 sequence 
REPRILSEEEQEMFRDFAYLADWC), unrelated peptides 

(YRRAAVPPSPSLSRHSSPHQAEDEEE, and 
20 KKVKPPFIPTIRGRED VSNFE DEF T used : u control experiments for Fig 
6), the PKB specific peptide subside (HPRAATF), the PDK1 peptide 
substrates T308tide (KTVOJ rVBYl'-APEVRR), and PDKtide 
(KTFCGTPEYLAPEVRREFRII^BEEQEMFRDFDYLADWC) were 
synthesised by Dr G Biomberg (University of Bristol, UK). 

25 

General Methods 

Molecular biology techniques were performed using standard protocols. 
Site directed mutagenesis was parforrassl using QuikChange kit 
(Stratagene) following instructions provided by the manufacturer. DNA 
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constructs used for transfecticn were purified from bacteria using Qiagen 
plasmid Mega kit according to ibv manufacturer^ protocol, and their 
sequence verified using an automated DNA sequencer (Model 373, 
Applied Biosystemts). Human kidney embryonic kidney 293 cells were 
5 cultured on 10cm dishes in Dulbecco's Modified Eagle's medium 
containing 10% foetal bovine serein. Phospholipid vesicles containing 
phosphatidylicholine, phosphatidyls?/ ne and ,y/2-l-stearoyl"2-arachidonoyl- 
D-Ptdlns (3, 4, 5) P3 [26] were prep u eel as described previously [13]. 

10 PDK1 constructs 

Full length PDK1 (residues 1-556), PDKl (residues 52-556). PDK1 
(residues 52-404) : , PDK1 (residues 1-360) and PDK1 (1-426) constructs 
were expressed in 293 cell? with an N- terminal glutathione S-transferase 
(GST) tag from the pEBG2T ve :ok [27] and affinity purified on 

15 glutathione-Sepharose [14]. The iriic&tei Lysll5, Iieii9, Ginl50 and 
Leul55 mutants of PDK1 used in this stud)' were expressed and purified 
in a similar fashion. Between 0.5 and 10 mg of each GST-fusion protein 
was obtained by translation of twenty 10cm diameter dishes of 293 cells 
and each protein was more than 90% homogeneous as judged by SDS 

20 polyacrylamide gei electrophoresis (data not shown). PDKl (residues 52- 
556) was also expressed in St9 ceJ« with a hexahxstidine (His) tag at the 
N-terminus and purified as described previously [24]. 

Yeast two-hybrid screen 
25 Mye-tagged human PDKl was rct^loiKd into (he EcoHWSall site of 
pAS2-l (Clonetech) as a QtA DNA r ;.,ndit? domain fusion. A yeast two- 
hybrid screen was carried out by c ^trajijfcnning pAS2-l PDKl and a 
pACT2 human brain cDNA library iQontech) into the yeast strain Y190. 
Transformed yeast cells were incubated for 10 days at 30 °C on SD media 
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supplemented v/ith 25mm a-amhwiiszote and lacking histidine, leucine 
and tryptophan. Approximately 5 x 10 6 colonies were screened. 

Yeast two-hybrid analysis 
5 Site directed mutants of pAS2-:i PRK1 (L155D), (L155E) and (L155S) 
were constructed. Y190 rtram y;-.aste were co-transformed with the 
indicated combinations of vectors md grown on SD media lacking 
histidine, uracil, tryptophan md ijacine at 30°C until appearance of 
colonies. Yeast colonies were patched onto fresh media, incubated 
10 overnight at 30°C and filter lifts taken, p~glactosidase activity was tested 
by incubating filters in X-Gal at 30°C for 4h. 

Structural modelling 

The structure of the kinase tiomak or FDK1 (residues 92-341) was 
15 modelled using the pro gramme Swiss-Pdb Viewer 
[hhtp://www.expasy.cli/spdbv/mam page.htm. [28] connecting to Swiss 
Model Automated Protein Modelling Server. Modelling was based on 
several structures of the PKA catalytic Subunit available in die database 
(Protein Data Bank Identiiicauon. i!, ; DR, 1CTP, 1STC, 1ATP and 
20 1CDK). Sequence identity to ?DIJ. within the catalytic region (residues 
55-297 of mouse PKA) v/as 40%, v/i n a similarity of 68%. 

Binding of PIF to Myc-PDKl 

A pEBG2T plasmid encoding GST fcised l:> the last 77 residues of PRK2 
25 termed GST-PIF (lOfig) [241 ?ik! pCMV5 nlasmid expressing Myc-PDKl 
wild type or the indicated mutants :-r PDK1 (lO^ig). were co-transfected 
into a 10cm diameter dish of 293 yAl\ using a modified calcium phosphate 
method [29J. 48b post-trausfection the cells were lysed in 0.6 ml of lysis 
buffer (50 mM Tris-HCl pH 7.5, 1 mM EGTA, ImM EDTA, 1% (by 
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mass) Triton-XLOO, ImM sodium oiltio vanadate, 50 mM sodium fluoride, 
5mM sodium pyrophosphate, 0.27 M sucrose, ImM microcystin-LR, 
0.1% (by vol) ft • raercaptoetlasoJ ?vd one tablet of protease inhibitor 
cocktail per 50 ml of buffer) cleared by centrifugation, and 0.5ml of 
5 supernatant was incubated for 2h at 4°C with 30ul of glutathione- 
Sepharose. The beads were washed iwice in lysis buffer containing 0.5 M 
NaCl, followed by two further washes in lysis buffer. The beads were 
resuspended in 1 vol of Buffer containing 100 mM Tris/HCl pH 6.8, 4% 
(by mass) SDS, 20% (by vol) glycerol and 200 mM DTT and subjected to 
10 SDS polyacrylamide gel electrophoresis. The gels were either stained 
with Coomassie blue, or analysed by immunoblottitig with anti Myc 
antibodies. 

Analysis of PIF-bindimg to Myc-PBKl 

15 Binding was analysed directly by surface plasmon resonance in an 
upgraded Bia-Lite™ system. PIFtide (comprising the last 24 residues of 
PRK2) was biotinylated though its C~tenninal Cys and bound to an 
streptavidin-coated Sensor/Chip SA, as described previously [24]. Wild 
type or mutant preparations of Gi>T-PDKl (10-400 nM) were injected in 

20 an intracellular type buffer, over the immobilised biotinylated PIFtide at a 
flow rate of 30 ill per mm as described previously (James et al (1996) 
Biochem J 315, 709-713). A^ematv>eiy, the wild type or mutant 
preparations of GST-PDKi (1 pM) were incubated with PIFtide or 
D978A-PIFtide (0,10 mM) and the mixture injected over the immobilised 

25 peptides. The decrease is steady sftfe binding between wild type and 
mutant GST-PDKI and peptide wis used to determine the K,, of 
interaction between PDK1 and the peptide. The decrease in the maximal 
response at different: concentrations of peptide was used to evaluate the 
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relative affinities of both peptides fo; FDK1. The sensor chip surface was 
regenerated by pulses of lOmM NaOK. 

Measurement of PDK1 catalytic activity 
5 PDKl's ability to phosphorylate Thr308 of PKBa was measured using a 
mutant of GST-PKBo. in which Ser473 was mutated to Asp (GST-473D 
PKBa) in the presence of phospholipid vesicles containing yn-l-stearoyl-2- 
arachidonoyl-D-Ptdlns (3, 4, 5)P 3 [131. The ability of wild type and 
mutant PDK1 to phosphorylate die synthetic peptides T308tide or PDKtide 
10 was carried out in 20jul assays containing 50 mM Tris/HCl pH 7.5, 0.1% 
2-mercaptoethanol lOmM M%Cl 2 , lOOuM [y 32 P]ATP ("500 cpm/pmol) 
0.5uM microcystin-LR.PDKJ. and the peptide concentrations indicated 
under Results. After incubation for 10 jnin at 30°C the reaction was 
stopped by addition of 20pl of 150 nouVf phosphoric acid. 35ul of the 
15 resultant mixture was spotted into ?8i phosphocellulose paper (2 x 2 cm) 
and the papers washed and analysed as described previously for assays of 
MAP kinase [30]. Wild type PIFtide or tbe mutant D978A PIFtide 
peptides were included in the reactions as indicated. Control assays were 
carried out in parallel in which either PDX1, or peptide substrate were 
20 omitted; these values were always less &,v>. 5% of the activity measured in 
the presence of these reagents One Urns of PDK1 activity was defined as 
that amount required to catalyse the phosphoiylation of 1 nmol of the 
T308tide in 1 rain. The assays were linear with time up to a final PDK1 
concentration of 5 U/mi. 

25 

Thermal denaturatioaji 

Heat denaturation was performed by incubating the indicated forms of 
PDK1 (0.4 mg/mJ) for 2 min at temper atures ranging from 30 to 65°C. 
The heat treatment was terminated by ttie addition of a 10-fold volume 
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excess of ice cold buffer (50 mSA Tr^/HCJ pH 7.5, i mM DTT and 0.1 
mg/ml BSA), and the samples ^iicub^ei for 2 min in an ice-water bath 
before a 4 yl aliquot was assayed for activity towards T308fide. 

5 Results 

PDK1 interacts with the C f^nninal fragment of PKA. A yeast two-hybrid 
screen was carried out to identify proteins expressed in human brain that 
interact with PDKL We identifiec a clone corresponding to the C- 

10 terminal 223 amino acids of PKA (termed P'KA CT ) that yielded a positive 
interaction with full length FDK1 (Fig 7A), but not with the PH domain of 
PDK1 (data not shown). PKA CT includes part of the kinase domain as 
well as amino acids in the C-tettcfcsi non catalytic region of PKA that 
show high sequence homology between aGC subfamily kinases (Fig 7B). 

15 The C-terminal 62 amino acids of iXA possesses significant homology 
with PIF and terminates in ihv sequence motif (347-Phe-Xaa-Xaa- 
PheCOOH). This sequence is similar to the PDK1 interacting motif in 
PIF (974Phe-Xaa-Xaa-Phe-Asp-Tyr979 v numbering based on the human 
PRK2 sequence [24]) except that rhe Asp residue is replaced by the C- 

20 terminal carboxyiate group m ?KA ;at\ the C-terainrai Tyr is missing. 
This suggested that ihe m^xmii c« ! FKJ KCT with PDK1 might be 
mediated by the C-terminal sequence 3^7-Phe-Xaa-Xaa-PfeeCOQH. The 
mutation of either or both of the C-terminal Phe347 and Phe350 to Ala of 
PKA CT abolished its interaction with PDK1 (Fig 7 A), but the addition of 

25 four Gly residues to the C-^erminus of PKA CT to move the free 
carboxylate group to another po.s'iLOtt h ad no effect on the ability of 
PKAcr to interact with FDK ' (F*g 7 A) These findings xadicate that both 
Phe residues but not the eaitK3xyla.e , 3 roup in this morif are required for 
the interaction of PKA CT with l T DX5 . 
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Identification of a putative hydrophobic pocket in the kinase domain 
of PDK1 that interacts with Pl¥ 

PKA was the first protein whose 3-dimensional structure was solved at 
5 high resolution [31] and hrs csLibii. ir.d a structural .framework for die 
catalytic domain of most p: : cem kinase* [reviewed in 32]. Analysis of the 
structure of PKA revealed that the cm catalytic C-tenninns forms a loop 
that interacts with the kinase domain CFuj, 8A). Most interestingly, the C- 
tenninal residues of PKA implicated above in binding to the kinase 

10 domain of PDK1, interact with A deep hydrophobic pocket in the small 
lobe of the PKA catalytic domain fFig 8E). This site does not overlap 
with the ATP or peptids substrate binding sites on PKA. The residues 
that make obvious hydrophobic Kiter«:::tbns with the two Phe residues in 
the terminal 347Phe-Xaa-Xaa-Phe -uotif of PKA are Lys76, Val80, 

15 Lyslll and Leuil6 of PKA (Fig 2B). 

A sequence alignment of the kinase domains of PDK1 and PKA indicated 
that the residues equivalent to .uys'/o ..Lysll5 on PDKi) and Leull6 
(Leul55 on PDKI) of PKA ue cau&icsri in PDKI (Fig 8D). Molecular 

20 modelling of the stractnie of iiie kuase domain of PDKI based on that of 
PKA confirmed that PDKI is IMv to -assess a hydrophobic pocket in the 
equivalent region of its Jdmse Joma a and that LysliS and Leul55 in 
PDKI, are likely to lie in positions *vivalenf to Lys?6 and Leu 116 in 
PKA. The residues on PKA eque- -hv , ' ValSO and LysUl which form 

25 part of the hydrophobic pc"«, 'it v\ l?e same position as !lell9 and 
Glnl50, respectively of [he ;D-i: kMijt domain. The model of the 
PDKI kinase domain indicates *at ftrie residues, as well as Lysll5 and 
Leul55 may form part of & hydrophobic binding site (Fig 8D). 
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Effect of mutation of hy&yi§ :mi\ 1etil55 on PEF-bmrlin g to PDK1 
The model for the hydiof borne p:d.el :a VTJKl predicts that Lysll5 and 
Leu 155 should participate in a hydrophobic interaction with the residues 
equivalent to Phe974 and Phe977 of fc'F. We therefore mutated Lysll5 
5 to Ala and Leul55 to Ser, Asp 3r CMc and compared the ability of these 
PDK1 mutants and wild type PDK1 o mteract with GST-PIF (Fig 9). As 
reported previously, a complex was> readily observed between GST-PIF 
and wild type PDK1. In contrast, the Kl 15 A interacted very poorly with 
PIF, whilst none of the Li5.5 mutaats interacted significantly with PIF, 
10 although these PDK1 mutants were expressed to the same level as wild 
typePDKl (Fig 9C and 9G). 

Surface Plasmon Resonance (SPR measurements confirmed a high 
affinity interaction between vAid GST-PDKi and immobilised, 
15 biotinylated synthetic peptide banned PIFtide, whose sequence 
encompasses die PDX1 bifdhig as reported previously [24]. 

However the L155S, LJSi'D ?.;J5E mutants of PDK1 had no 
detectable affinity for PIFfxIe (Fig 9 3), whilst the K115A interacted 
weakly with PIFtide (Fig SL). 

20 

A yeast 2 hybrid screen ?b:o conf'nned mat the L155S, L155D, and 
L155E mutants of PDK1, failed to interact with PIF (Fig 10). 
Furthermore, the interaction ox PKA- T \»ith the L155S, L155D or L155E 
mutants of PDKJ. was gready red'jxed h a yeast 2 hybrid screen, further 
25 suggesting that the caftwy! tsramass ;>f PKA interacts with the PDK1 
catalytic domain at the same site its Pi f -..Fig 10). 



The K115A, L155S, Li 5513 asd L155E mutants of PDK1 were 50-60% as 
efficient as wild type PDK1 in aci- jrticg GSI-473D-PKBc. in the presence 
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of MgATP and Ptdlus (3 ? 4 5)P 3 (Fig 11). This indicated that the 
conformation of the active site of FT.K1 was not significantly impaired by 
these mutations. 

5 Effect of mutation of Dell9 and GLilSO on ITO-binding to FDK1 

Ilell9 and Gin 150, which are also predicted to form part of the PEF- 
binding pocket on the small lobe of me PDK1 kinase domain were mutated 
to Ala. In both pull down (Fig vB and-9F) and Surface Plasmon 
Resonance experiments (Fig 9H) th* iil9A and Q150A mutants of PDK1 
10 interacted very weakly with PIF compared to wild type PDKL These 
mutants also activated a GST-473D-?KBa at 60-70% of the rate of wild 
type PDKl (data not shown). 

Effect of PIF on the catalytic activity of PDKl towards a peptide 
15 substrate 

A recent study by Dong a:ad colleagues [27] demonstrated that PDKl 
phosphorylates a synthetic peptide KT*FCGTPEYLAPEV-RR, here 
termed T308tide, whose sequence encompasses residues 307 to 320 of 
PKBa with 2 Arg residues added to the C-i:eiminus to make the peptide 

20 bind to P81 paper. As it is, unhkuy (iiai T308tide would interact with the 
PIF-binding pocket of PDKL v*\; iscided to usu this substrate to 
investigate the effect of PIF-bijidmg on the catalytic activity of PDKL 
We confirmed that T308tide was ptiosnhorylated in vitro by PDKl 
although the K m was very high (> 10 ciM). We also established that 

25 T308tide was phosphorylated at the residue equivalent to Tlir308 of PKBa 
(indicated by an asterisk), by soli J pha^e sequencing of 32 P-labelled 
T308tide phosphorylated by PDKl (dais not shown). 
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PDKl activity towards T308 l ':ide was increased up *q 4-fold in tbe 
presence of PIFtide. The concentration required for half-maximal 
activation was 0.14 \M (Fig 11 A) v/hic!i correlates with, the affinity of 
PDK1 for PIFtide (K, of ~0.3 ( M [24]), This increase in. PDK1 activity 
5 was observed with either ftiU length PDK1 or forms lading the N- 
terminal or C-terminal non-catalytic regions (data not shown). The effects 
of PIFtide on PDK1 activity were unaffected by preineubating these 
components for up to 30 min on ice prior to initiating the assay. 
Similarly, a mutant D978 A -PIFtide., which exhibits a 10-fold reduced 
10 affinity for PDKl [24], was 8-fold less effective at inducing PDK1 
activation (Fig 12A). Several unrelated peptides of similar size were 
unable to induce any activation of PDKl (data not shown). This strongly 
indicates that PDKl is activated dinvtiy by PIF. Furthermore, PIF did 
not alter the of PDKl fox ATP (data not shown). 

15 

GST-PDK1 activity was reduced by 3056 if the enzyme was heated for 2 
min at 50°C (TM 50 value, Fig u3). However, PDKl was stabilised in 
the presence of wild type PIFtide. tat; TM50 being increased by 8-10°C. 
PIF also caused a 6-10°C increase in t ie TM S0 value for ail GST-PDK1 
20 transcription mutants tested which eitfcer lack the K4 domain, the N- 
tenninal 51 residues or botb non-catalyuc domains (data not shown). The 
L155D mutant of GST -PDKl was mnv beat labile than wild type PDKl 
with a TM 50 value of / 2°C, ±$ exacted, PIF die not significantly 
stabilise this mutant (Fig 12B> 

25 

Activity of PDKl mutants towards 'JTJrlStide 

We next tested the specific: activities cf the PIF-bindim pocket mutants 
towards T308tide. The L7.15A, L155S, L155D, and L155E mutants of 
PDKl phosphorylated 7308tide 3 to >::o!d more rapidly than wild type 
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PDK1, ie at a rate similar • tliat cf vrfti type PDKl in the presence of 
PIF (Fig 7). PJFtide die! net further -activate these mutants consistent with 
their inability to bind PIF. In contrast the L119A and Q150A mutants of 
PDK1 possessed a specific activity surilar to wild type PDK1 and were 
5 stimulated -2- fold in the presence; cc PTF. However, 10-fold more PIF 
was required for maximal activation compared to wild type PDKl, 
consistent with the reduced, affinity of these mutants for PIF (Fig 9). 

PDKtide is a vastly superior peptide sulstrate for PDKl 
10 The results presented above suggested bat a peptide substrate for PDKl 
might be phosphorylated with a much lower K m value if it also contained 
the PDKl interacting sequence of PIF. We therefore synthesised a 39 
amino acid polypeptide composed of T308tide fused to PIFtide, and 
termed it PDKtide. This peptide was a vastly superior substrate for PDKl 
15 than T308tide; its K m wa& -iO|Ai (compared to > 10 mM for T308tide) 
and when assayed at lOO^M, PDKiLie w&s phosphorylated at a rate over 
100-fold greater than that using TSOSade (Fig 14A). The activity of 
PDKl towards PDKtide was iabicitect fc y inclusion of PIFtide in the assay, 
in contrast to T308tide phosphojcykioi* which was stimulated by PIFtide 
20 (Fig 14B). 

Discussion 

The C-tennina! residues of P vA Ph. aa-Xaa-PheCOCH, correspond to 
25 part of the PDKl blading motil of PFP. These residues are known to 
interact with the small lobe of the Ijrs.se domain of PKA at a location 
distinct from the ATP or peptide substrate binding sites (Fig 2). In this 
paper we demonstrate that PKA CT ab> nfmcts with the kinase domain of 
PDKl in a yeast 2 hybrid screen, aid tar mutation to A> of the residues 
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in PKA CT equivalent to Phe347 or Ptte350 abolishes/significantly reduces 
its interaction with PDKI (Fig 7). >\s die mutation of the equivalent Phe 
residues to Ala on PIF aiso aooiisbes jt-- interaction with PDKI [24], these 
findings suggested that the FvA cr <ri J i? might interact at *e same site 
5 in the PDKI kinase domain. 

The residues in the kinase domain oi: FL\ fmown to interact with the C- 
terminus of this protein arc present iri PDKI , and tileir mutation either 
abolished or significantly dimimshr ahs interaction of PDKI with both 

10 PIF and PKA CX . These observations str^ndy suggest that PDKI possesses 
an equivalent hydrophobic pocket in its kinase domain that interacts with 
PIF and PKA CT . PDKI is itself a member of the AGC subfamily of 
protein kinases but, in contrast to PK \- it does not possess a hydrophobic 
Phe-Xaa-Xaa-Phe- motif at the equivalent oosition. PDKI is therefore 

15 likely to possess an unoccupied PIF-binding pocket in its kinase domain 
which is available to interact with kts C teiminal hydrophobic motifs of 
PKA and other AGC subfamily nen.u:eu*\ 

The interaction of PIF with PDKI con verts it from an enzyme that only 
20 phosphorylates PKBa ae T-aSud to a form that pitospfrorylates both 
Thr308 and Ser 473 in a TxClxste (3, % or Ptdlns (3, 4) P 2 dependent 
manner [24]. The PDKI binding t.atx in PIF (Phe-Xaa-Xaa-Phe-Asp- 
Tyr) could therefore be requred &s ra sgaiucstibstrate sequence raising the 
possibility that PIF interacts wAh iht substrate binding site of PDKI. 
25 However, if this were the case FT wouiti be expected to prevent PDKI 
from phosphorating PKBa. hs $wY':C i\Vhzr than promoting this reaction. 
The finding that PIF interacts wkb a sir« os Hie kinase domain of PDKI 
which is distinct from the substrate Ljxrhig s^te explains why this is not 
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the case, and suggest liiat .!M.y ijnble of inducing c >rdbrmational 
changes in the PDK1 catalyse c:: r e * Hol> alter its substrate specifically. 

In order to assess the effect of PIF cn ie intrinsic catalytic activity of 
5 PDK1 we used the peptide sutmv T303tide rather than a protein 
substrate of PDKI such as p70 bkiisQ which may interact with PDK1 
at a site that overlaps the PlP-bbdin*, pocket (see Example !). Using this 
assay, we demonstrated that die PIF-binding pocket was likely to be 
important in regulating the activity or PDK1. When unoccupied, the PIF- 

10 binding pocket appears to suppress the activity of PDK1, because the 
mutation of key residues that form it, LysllS and Leul55 snhanced PDK1 
activity towards T308tide to tie &evot equivalent to that of wild type PDK1 
in the presence of PIF (Fig 6). It \i\ therefore likely that the binding of 
PIF transduces an allosteric tian&iticn which stabilises a runctionally active 

15 conformation of PDK1 - 

The interaction of PIF with PDKI requires an Asp residue (Asp978) at the 
position equivalent to Ser473 of PKdj, An interesting possibility was that 
the C-terminal carboxylase group ot iL*j Fhe-Xaa-Xaa-FheCOOH motif of 

20 PKAcx may have played an &iia/ogoa.; V nction to Asp973 of PIF to enable 
binding to PDKI. However, fcis does not seem to be the case as the 
addition of four glycines to the C-lcrniinUcS of PICA^ did not affect its 
interaction with PDKI. The C-termiiral carboxylate group of Phe350 of 
PKA does not form any interaction v ,; th the hydrophobic pocket on the 

25 kinase domain of PKA but msveaa fc<:es oatwards from this, site and forms 
a hydrogen bond with GIn35 in N terminal non-catalytic region of 
PKA [33]. The importance of ilife interaction has not yet been 
investigated by mutating Gfc35 of PKA. Similarly, it is possible that 
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Asp978 of PIF may not interact with the PIF binding pocket, but to a 
distinct region of PDK1. 

Sequence alignment of PKE, SGK ajd pVO 56 kinase indicates that these 
5 members of the AGC subfamily cf Miriams are also likely to possess a PIF- 
binding pocket in their kinase domains. These kinases «?xe all activated by 
phosphorylation of a Ser/Thr residue at. the position equivalent to Asp978 
of PIF. It is therefore possible thai ±e introduction of a negative charge 
at this site by phosphorylation causal fte residue of this motif to interact 
10 with their own PIF-like binding ;>r>ukas thereby leading to increased 
activity and stability, in a similar maimer to the way in which PIF 
activates and stabilises PDKL The observation that phosphorylation of 
the same site increases the stability cf conventional PKC isoforms is 
consistent with this consensus[8'J. 

15 

The PIF-binding pocket may be the site that enables PDK1 to interact with 
its substrates. This interaction may .has :.• induce a conformational change 
which enhances the rate at which uie&c substrates are phosphorylated by 
PDK1. For example, the interaction of PKA with PDK1 via the C- 

20 terminal Phe-Xaa-Xaa-PheCOOH modi of PKA may facilitate the 
phosphorylation of PKA at Thrl97. However, we have recently shown 
that PDK1 is unable to infract with -or pkosphorylate p70 S6 kinase in the 
presence of PIF [25] arid this b aisc i. vc ibr SGK, PRK2 and PKC£ (data 
not shown). This suggests thai ft ) S( ; tinase and SGK may require to 

25 interact with PDK1 at a site that overlaps with the PEP -binding pocket in 
order to become phosphorymtec ' 23j. J*70S6 kinase when phosphorylated 
at its hydrophobic motif interacted with PDK1 with much higher affinity. 
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PKC£ is another protein kinase that uateiacts with PDK1 [17, 18], which, 
like PRK1, PRK2 and PKCa, possesses an acidic residue rather than a 
Ser/Thr in the (^terminal hyJrcahobj.: motif. It is therefore likely that 
this region of PKCt; interacts with le PiF-binding pociet of PDK1, and 
5 this interaction enables PDK1 ;:o phosphorylate and hence to activate 
PKCC- This is shown by Balcndnui ei at (2000) / Biol Cfiem 275(27), 
20806-20813 and discussed in Biondi et al (2000) EMBO J 19(5), 979-988 
(both specifically incorporated hereiv- by reference). Thus, the C-termini 
of these kinases may be acting as PDF. I "docking sites". Consistent with 

10 the Phe-Xaa-Xaa-Phe-Asp-Tyr motif of PJF being a docking site for PDK1 
the addition of this motif to T30?!t : d i greatly increases the rate at which it 
is phosphorylated by PDK1 (Fig 14) PRKL PRK2, PKCC and PKCj may 
have another role, to allow PDK1 to phosphorylate PKB and other 
members of the AGC subfamily at &e site equivalent to Ser473 on PKB 

15 [12, 24]. 

In summary, PDK1 appears to possess a hydrophobic binding site in the 
small lobe of the kinase catalytic domain which regulates its activity as 
well as its interaction with substrates. These findings raise the possibility 

20 of developing novel drags .hat interact: with the PIP binding pocket on 
PDK1. Such drugs could either acti 'af? or inhibit PDK1 by modulating 
its interaction with particular sub?v? e:;, atid thus cor. Id switch on or 
switch off signal fransduciicn pathy/ay? t *; are regulated by PDK1. Thus 
T308tide could be used as t substrate '.o irienthy compounds that activate 

25 PDK1 by mimicking the effect of PI?, \ hile PDKtide nay be the peptide 
of choice to identify compounds that liuvot the interaction, of PDK1 with 
PIF. 
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10 Example 3: PDK1 hydrophobic PJF pocket is essential for 

phosphorylation and activetioa of Stf# fiifid SGK bufc not PKB 

In this example we demonstt ale that ih^ PIF binding pocket of PDK1 plays 
a key role in enabling P'Dli ± to okisp^uviae and activate p70 ribosomal 

15 S6 kinase (S6K)[6,7j S6K.1, serai* an*i glucocorticoid induced kinase- 1 
(SGK)[8-10] SGK1 and mutant of FZBa That lacks its PH domain (APH- 
PKBa). We also demonstrate that f&f, fycrophobic motif of S6K1, SGK1 
and APH-PKBa plays a key role k il: owing the kinases to become 
phosphorylated by PDK1 in vitro aatf in vivo. In contrast neither the PIF 

20 binding pocket: of PDIC1 or :hs hydiripJ '.^blc motif of PKBa are required 
for the phosphorylation ' ; by PDK1, in the presence of 

phosphatidylinositol(3.^,5) p : We provide evidence that non- 

phosphorylated forms S6K. 1 . avi fCK". <v-7ich are poor substrates for 
PDK1 do not interact wiih Removal of the C-terminal 

25 autoinhibitory domain of 516X1 regies PDrCl to interact and 
phosphorylate S6.K1. A imitation of S l 'M l that mimics phosphorylation at 
its hydrophobic motif. also * ~ablo!i " £l ?)*r :o interact md phosphorylate it. 
We suggest, a mode 1 by wbfr^ tihospt'i-ylation of PDKJ *n*stxates thus far 
been identified other ihnx. PKB Hie r^Toif-tei by the direct interaction of 
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their hydrophobic motif with the PIF oinling pocket of PDK1. 

PKB is activated usually within 2 minutes of a ceil being stimulated with 
insulin and growth factors [11-13]. ft possesses an N-tenninal plekstrin 
5 homology (PH) domain that interacts with PtdIns(3,4 f 5)P s /PtdIns(3,4)P 2 
resulting in the recruitment of PKB to the plasma membrane where it 
becomes activated by the pbosphoryli tio:?. of 2 residues. One lies in the T- 
loop of the kinase domain (Thv308 id PKBa) and the other is located C- 
terminal to the catalytic domain, in a region termed the "hydrophobic 

10 motif" (Ser473 in PKBa) [14]. S6K jo] and SGK [8-10] also possess 
residues equivalent to Thr303 (Thro?, m ?6Kl and TfciC56 in SGK1) and 
Ser473 (Thr412 in S6K1 and Tn^?? in SGK1) whose phosphorylation is 
required for activation of these km;ir?i in vivo. The phosphorylation S6K 
and SGK at both its T-loop ai d hydrophobic motif like that of PKB, is 

15 dependent upon PI 3-kinase activation, in contrast to PKB, S6K and SGK 
do not possess a PH domain and do t»ot interact with PtdIi?s(3,4,5)P 3 / 
PtdIns(3,4)P 2 . S6K and SGK are rlso activated markedly slower than 
PKBD following cell stimulaticr, with maximal activation occurring after 
10-40 minutes [9, 10, 121. 

20 

PKB, S6K1 and SGK are ptiosphorylated at their T-loop by the 3- 
phosphoinositide-dependent protein kinase! (PDK1) [14J. This enzyme is 
also an AGC family member, and possess a PtdIns(3,4,5W PtdIns(3,4)P 2 
binding PH domain C-terminal to lb/v catalytic domain. Following, PI 3- 
25 kinase activation, PDK1 and PKB are thought to co-localise at the plasma 
membrane through their iin;raefions with PtdIns(3,4,5)P 3 / PtdIns(3,4)P 2 . 
In addition to recruiting PKB to r: e nbrt nes of cells the binding of 
PtdIns(3 J 4,5)P 3 /FtdIns(3 ! 4}P : to the PH domain of PKB may induce a 
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conformational change that arables PDKI to phosphorylate it [14]. As 
S6K and SGK do not interact with PfdIn?(3.4,5)P 3 /Ptd!ns(3 t 4)P 2> nor is 
the rate at which these are phosphor /feted by PDK1 in vitro enhanced in 
the presence of PtdJns(3 ,4,5)P 3 / PidJas(3,4)P 2 [9, 15] ? the mechanism by 
5 which activation of PI 3-kmases ind;xe5 activation of S6K and SGK must 
be distinct from PKB. 

The kinase domain of PDKI was fonnd in a yeast 7 hybrid screen to 
interact with a region of the prefer 1 kiansti C-related kinase-2 (PRK2), 

10 termed the PDK1 Interacting Frapwmt fl?IF) [16]. PJF is situated C- 
terminal to the kinase domain of PI K2. ao.d contains a hydrophobic motif 
(Phe-Xaa-Xaa-Phe Asp-Tyr), similar to that found in PKBa(Phe-Xaa-Xaa- 
Phe-Ser-Tyr), except that the residue equivalent to Ser473 is Asp. 
Mutation of the conserved aromatic •residues in the hydrophobic motif of 

15 PIF or mutation of the Asp residue to either Ala or Ser prevented the 
interaction of PIF w?th PDKi 5 161. 

Subsequent work demonstrated thaf a ?A amino acid fragment of PIF 
(termed PIFtide), that encompasses xht hydrophobic motif of PRK2 bound 

20 to a hydrophobic pocket on the stnal* of the PDKI ktease domain 
which was termed, the "PJF binding pocket [17]. Three lines of evidence 
indicate that this interaction could serr/e as a 'docking site"", enabling the 
recruitment of PDKI to PRK2 whi :h is essential for its phosphorylation 
by PDKI, Firstly, a PDKI mutant n w.'ikh the central residue (Leul55) 

25 in the PIF-binding pocket mutate 7 so that PDKI can not interact with 
PIF [17] possessed greatly reduced nf.mily for PRK2 [18]. Secondly, 
overexpression of PIF m 293 eel?:; pi*ew;;:tcd the phosphorylation of PRK2 
at its T-loop residue. Thirdly, muteivin ot a conserved Phe to Ala on the 
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hydrophobic motif of PRO greatly re taced the affinity of PRO for 
PDK1 and furthermore, this mutant was not phosphorylated at its T-loop 
residue when expressed in cells [18]. Similar findings were made for 
another PDK1 substrate namely, Oi-otefc? kinase C£ (PKCQ, which is 
5 similar in structure to PRO and ai?o possesses a acidic residue in its 
hydrophobic motif at the res idue equivalent to Ser473 of PKBa[18]. 

In addition it is likely ihat the intention of PDK1 with, the hydrophobic 
motif of PRO and PKCC will directly activate PDK1, as PIFtide 

10 increased 4-fold the rate at which PDK1 phosphorylated a peptide 
substrate that is derived from the T-loop of PKBa (T308tide) [17]. 
Furthermore, T308tide is a very poor tartrate for PDKL but if it is fused 
to PIFtide (PDKtide) it becomes a vastly superior substrate [17]. 
Recently, Frodin and coll.eaf-w.es [19] have also demonstrated that PDK1 

15 interacts with another AGC kinase substrates termed p90RSK only when it 
is phosphorylated at its hydrophobic, motif and present evidence that this 
interaction recruits PDKt to p90RSK .?nd way also activate PDK1. 

Here we investigated the role of the hydrophobic PIF binding pocket on 
20 PDK1, in enabling PDK? to phesphoryJate and activate 3 of its AGC 
kinase substrates that are activated in response to insulin, namely, S6K1, 
SGK1, PKB as well as a mutant of "PKBa faat lacks its PH domain (APH- 
PKBa) which like S6K and St J K does no? interact with 
PtdIns(3,4,5)P 3 /Ptdlns(3,4)P 2 . Our data indicate that the PIF binding 
25 pocket of PDK1 plays a critical role m enabling PDK1 to phosphorylate 
and activate S6K1 , SGK1 ar.l A c H-IUEc! :ut not wild type PKBa. Our 
results suggest model in the phosphorylation of PDK1 substrates other 
than PKB, would be regulated by th; jhflitv of the hydrophobic motif of 
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these substrates to interact >i4i PDf! I . 
Materials and Methods 

Materials. Complete protease inhibitor cocktail tablets and anti-Myc 
5 monoclonal antibodies weie from T to; l:e; tissue culture reagents and 
microcystin-LR were from life Teleologies; glutathione-Sepfcarose and 
ECL reagent were form Amers^'iri ?liamacia Biotech. Precast gradient 
SDS polyacrylamide gels were from fovitrcgen. 

Antibodies. The characterisation of the phospho-specifie antibodies 

10 recognising SGK phosphor/lated dl its T~foop (Thr256) termed T256-P 
has been described previously rj, ?he phospho-specific antibody 
recognising PKBa phosphor/lated ar TnrSOS (termed T308-P) was raised 
in sheep against the peptide r <PGA TMKTFCGTP (corresponding to 
residues 301 to 31? of the humpji PKBo ), In which the underlined residue 

15 is phosphothreonine. The antibody recognising S6K1 phosphorylated at 
Thr229 was raised in sheep against fte peptide HDGTVTHTFCGTffiY 
(corresponding to residues 245 to 259 o r long splice variant of human 
S6K1) in which the underlined rericbe is phosphothreonine. The 
antibodies were affinity punned or? CH-Sepharose covaiently coupled to 

20 the phosphorylated peptide, their -passed through a column of CH- 
Sepharose coupled to the n(>n-phospho/:yIared peptide. Antibodies that did 
not bind to the latter column wev* sheeted. Monoclonal antibody 
recognising the Myc epitope was from Roche, the monoclonal antibodies 
recognising GST and the FLAG spoons were purchased from Sigma. 

25 Horse radish peroxidase conjugate? secondary antibodies were from 
Pierce. 

General methods. Molecular b;olor?v r teenniaues were performed using 
standard protocols. Site directed mutagenesis was performed using a 
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QuickChange kit (Stratagetae) 1'oKf.vbig instructions provided, by the 
manufacturer. DNA constructs used for tensfection. were purified from 
bacteria using Qiagen plas/aid Nfegs. kit according to die maufacturer's 
protocol, and their sequence verified, Roman kidney embryonic 293 cells 
5 were cultured on 10 cm diameter :Mr n > m Dulbecco'? modified Eagle's 
medium containing 10% foeJal xvtne serum. Traiisfections were 
performed usin£ a modified cslchm phosphate method and 10 jug of each 
plasmid per dish. Phospholipid visvle?. containing phcsphatidiylcholine, 
phosphatidylserine and sn-Vstesxoyl 2-arachidonoyl-D-PtdIns(3,4,5)P 3 

10 [20] were prepared as previously. d esc :f bed [21]. 

Buffers. Buffer A. : 50 mM Tris P^ pH 7.5, 1 wM EGTA, 1 mM 
EDTA, 1% (by mass) Triton-X 100, . xnM sodium orthovanadate, 50 mM 
sodium fhioride, 5 mM sodium pyrophosphate, 0.27 M sucrose, 1 jiM 
microcystin-LR, 0.1% (by ^oi) 8~nercaptoethanol and 'complete' 

15 proteinase inhibitor cocktail (one tablet per 25 ml, Roche). Buffer B: 50 
mM Tris/HCl pH 7.5, 0.1 raM EGTA, 10 mM (3-mercaptoethanol and 
0.27M sucrose. 

Protein expression and purification. Wild type-PDKl [22], 
PDK1[L155E], PDK1[K115A], PDKimi9A], EDK1[Q150A] [17], and 
20 PDK1[L155A] [18], in the pEBGZf vector was used to express the wild 
type and indicated mutants of PDK1 fused through their N-terminus to 
glutathione S-transferase (GST). Wild tjpe PDK1 [22] and mutant 
PDK1[L155E] [17] in the pCMV5 vector was used to express these 
proteins with an N- terminal Myc tag. 

25 

All S6KL vSGKl and PKBa £cl'.si;a?es employed in this study are 
illustrated in Fig 17. All S6KJ. mutants lacking the C-tenninal 104 
residues are termed S6K1-T2. N-ittirinal Flag epitope tagged S6K1, 
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S6K1-T2, S6K1[T412E], S6K1-T?.[T412EI pCMT2-T2-S6Kl[T412E] 
were expressed in the pCMT2 vector [231. N-terminal GST tagged S6K1, 
S6K1-T2 [9], S6K1-T2[F411A] were .^pressed in the pE3G2T vector. 

5 All SGK1 mutants expressed in this snidy lack the N-tenniual 60 amino 
acids. N-tenninal HA epitope tagged SGK1, SGK1[T422E] [9], 
SGK1[F421A] were expressed iv. tbs *:EBG?T vector 

N-terminal GST-tagged PKBo [21]. PKBa [S473D] [16], PKBa [F472A], 
10 APH-PKBa [22], APH-PKBaE^V-JD], APH-PKBa[F472A] were 
expressed in the pEBG2T vector. 

The GST fusion proteins were expressed in human embryonic Iridney 293 
cells. For the expression of each construct, twenty 10 cm diameter dishes 

15 of 293 cells were cultured and e?.cr Chh transferred with 10 \xg of the 
pEBG-2T construct, using a modified r?Jcium phosphate method [24]. 24 
h post-transfectioru the cells were deprived of serum for 16h and then 
lysed in 0.6 ml of ice-cold Buffer A, th& lysates pooled, centrifuged at 4°C 
for 10 min at 13, 000 x g aud ?ne G&T -fusion proteins were purified by 

20 affinity chromatography or* glutathione -Sepharose and eluted in 50 mM 
Tris pH 7.5, 0.1 raMEGTA, 0.7.7 M Sucrose, 0.1% (by vol) 2- 
mercaptoethanol and 20 mM glutathione as described previously [21]. 
Typically between 0,3 and 1.0 rap of each GST-fusion protein was 
obtained and each protein was more t l *a ;i 75% homogeneous mi judged by 

25 SDS polyacrylamide gel electrcph>r<\sij % datei not shown). 

SGK1[T422E] when expressed in 293 ^reils is phosphorylaied at Thr256 
[9] and the purified GdT»SGKi(T^:u ; B] was depiiosphcrylated by 
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incubation with PF2A 30 mU/nil sr 30 °C for one hour and the reaction 
was terminated by the addition of mr/tocystrn-LR (IwM) the samples were 
left at 30 °C for a further 5 rain an." " ozen in liquid nitrogen and stored at 
-80°C until required. Although, G-3T-SGK1 is not phosphorylated at 
5 Thr256, this was also subjected to treatment with PP2A to enable 
comparsion of phosphorylation ol'SGX* and SGK1[T422E]. S6K1-T2 and 
S6K1-T2[T412E] were also exposed as His~ta& proteins in a 
bacuolovirus/insect cell expression system and purified by nickel agarose 
affinity chromatography as described previously [25]. S6K1-T2[T412E] 
10 expressed in this maimer is not phosphorylated at Tbr252. 

Phosphorylation of AGC Irinase substrates by PDKl. The 
phosphorylation of PDK1 substtateti was performed in a final volume of 
20 ^1 in a buffer containing 50 mM Tris-HCl pH 7.5, 0.1% (by vol) 2- 

15 mercaptoethanol, 10 mM magnesium, chloride, 100 pM [y- 31 P]ATP flOOO 
c.p.m./pmol), 0.5 fiM miciTjcystln-Lx, 0.6 |,iM AGC kinase substrate and 
0.6 to 30 nM wild type PDK1 cr fee indicated mutant of PDK1. After 10 
min the reactions were stopped bv addition of Laemmii Sample Buffer 
(100 mM Tris-HCl pR 6.8, 4% (by mass) SDS, 20% (by volume) 

20 glycerol and 200 mM ditiiiofhtev--..': ;.OTT), boiled and the samples 
subjected to separation by SDS-por- ?crylamide gel electrophoresis. The 
gels were exposed and analysed v.jfr a Fuji Phospholmager known 
amounts of [y- 32 P]ATP spotters mite ' blank gels to permit quantification 
of the data. The experiments wers |;e -firmed so that the amount of PDK1 

25 did not phosphoiylate more than 2u^ of the substrate. Control in which 
PDK1 was omitted from the reactxu token as the bUnk value. 

Activation of AGC bunas* FDKJ r^strates. Phosphorylation reactions 
were carried out as abeve excer tl <v* i»c:i- radioactive ATP replaced [y- 
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^PJATP. Foliowing 10 mm at 30 °C, cocktail (30 \:d) containing 50 mM 
Tris-HCl pH 7.5, 0.1% (by vo:;) 2 ua.:c^)foethanol, 10 iciM magnesium 
chloride, 100 jiM [y- 32 PJATP ("10 ,0 c p m./pxnol), 0,5 jiM microcystin- 
LR and 100 (iM peptice substrate tro&stide (GRPRTSSFA'EG) and [y- 
5 ^JATP (~600 c.p.rn./pmc*)- R< : K ^im;, were stopped by the addition of 
25 jil of 0.2 M EDTA pH 8.0, spcttsd onto P81 phosphocdhilose paper, 
washed and analysed as described to he -nssay of MAP kinase [26], The 
amount of PDK1 was in the ass^y wiv* vaied so tha c the assay was in the 
linear range. One unit of arrtvify ir Seficed as phosphorylation 1 nmol of 
10 substrate in 1 min. 



Binding of PDK1 to SGK1 and SfflKl. For the data presented in Figure 
22, 293 cells were cotransfecttd with 10 ug of the wiM type or mutant 
PDK1 plasmid and 10 jag of rrhe : foe wild type or mutant S6K1 or 
15 SGK1. 36 h post-transfection the cells were lysed in 0.6 nil of Buffer A 
and the lysates were cleared by cen or? ligation at 13 000 x g for 10 min at 

2 °C, and 0.5 nil of supernatant wan incubated for 2 h at 4°C with 30 ^1 
of glutathione- Sepharose. The hear^ were washed twice in Buffer A 
containing 0.5 M Nad, foUoww* bv two further washes in Buffer A. The 
20 beads were resuspeided in 10 f.aeTjrili Sample Buffer and subjected to 
SDS polyacrylamide gel eIecJrcnAore?i». The gels were either stained with 
Coomassie blue, or analysed by wrwir^roWotting with either anti-Flag or 
anti-Myc antibodies (described bulotf), 



25 Immunoblottfng* For tie Myi uorl ?jlots of -yuatoi 5 |ig of 
protein was nsM. I:'iT.niri:biHlhi£ V\\h me vhnsphof^e-crfir ^bodies (0. 
5-2 ^ig/inl) m th? presvaw <» Lu jii'^l UcMiiospho p~pti ie corresponding 
to the antigen used to rato tltt r.-i^.xl) L« 50 ml/: T^k/HCI pH 7.5, 
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0.15M NaCl, 0.5% (by vol) Tween (TBS-Tween) containing in 50 mM 
Tris/HCl pH 7.5, 0.15M NaCl, Q/j% (by vol) Tween (TBS-Tween) 5% 
(by mass) skkomed niilk. Detection Kit- performed usmg horse radish 
peroxidase conjugated seconJai/ aLdbodies and the enhanced 
5 chemiluminescence reagent, (Anej , uvi • Fhatanicia). 

For the T816-P blots 25 pg of rdl lysaf? U'otein was *sedL For the T410- 
P blots, 150 jig of eel! lys^te pre. ^ r imyanoprucipStated using 5 pi 
of Flag affinity gel arrl wished as described above. Cell Jysates or 
10 immunoprecipitates were m-*<* m SDS. subjected to 

SDS/polyacrylamide gel elertrantKvws rnd transferred to nitrocellulose. 
The nitrocellulose membranes ^^rr. im*iranoblotted using either the anti- 
Myc (0.4 pg/ml ), anrt-FIa* antibodies T. 4 ug/ml) <mrf 10% (by mass) 
skimmed milk. 

15 

Results 

All the wild type ssd mutant forms of A GC kinase substrates employed in 
this study are defined in Fie 17. Unless strted otherwise the form of S6K 
used in this study lacks the C-termmaJ 10<' residues as full length S6K1 is 
20 not an efficient substrate for FDIQ in vitro [15, 27]. The form of SGK1 
used in this study lacks the N-tenninal 61 amino acids as full length SGK1 
protein is unstable and can not be expressed ae significant levels [9]. 

Role of PDKJ "PW»Pccfret 5 ' mi pboTOhcirylation and activation of 
25 S6K1, SGK1 and PKB by FTTff.1 Wo first investigated the role of the 
hydrophobic PIF binding po^:er m PV)Ki, in enabling PDK1 to 
phosphorylate and activate 3 of its AGC kinase substrate,} that are 
activated in response ro inMiluv r;^w\v %K1, SGK1 and PKB. We 
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initially tested whether a PDEI mutant (PDK1[L155E]) in which the 
hydrophobic PIP binding pocket has been disrupted [17] could 
phosphorylate and activate there .A'GC kinase substrates. Strikingly, the 
phosphorylation of S6K1 and SGK1 by PDK1[L155E] was drastically 
5 reduced compared to wild iype PDK1 (Fig 18 and Table 1). We also 
employed mutants of S6K1 (S6Kl[T4?.2Ej) and. SGK1 (SGK1[T422D]) in 
which their hydrophobic motif phosphorylation site was changed to an 
acidic residue which significant!]' increases the rate at which these are 
phosphorylated and activated, by F3KI rTabie 3 and [9, 15, 27]). We 

10 found that both S6KHT^22R] and S-3KUT4?,2D] were also very poorly 
phosphorylated and activated by c 'DKlfL155E] compared to wild type 
PDK1 (Fig 18). In contrast, POct and its acidic hydrophobic motif 
mutant, PKBa[S473D] were eauaUy ?ood substrates for wild type PDK1 
and PDK1[L155EJ. Interestingly however, mutant forms of PKBa and 

15 PKBa[S473D] that lack the PH domain (APH-PKBa and APH- 
PKBa[S473D]) and are thus more sftnfiar ?a structure to S6K1 and SGK1 
(Fig 17) are very poor substrates for PDKi[LJ55E] compared to wild type 
PDK1. APH-PKBc is phosphor (Mated by PDK1 at a 50-100 fold lower 
rate than full length PKBa (Table 3) and its phosphorylation, like that of 

20 S6K1 and SGKJ by PDK1. is not initoced by PtdIns(3 f 4,5)P 3 [9, 15]. It 
should be noted however, that. APH-PKBa is phosphorylated by PDK1 at 
a 10-fold lower initial rate thaw S6K1 and SGK1 and APH-PKBa[S473D] 
is phosphorylated at "lOO-frrfd Jc^vct rite than S6K1[T412E] and 
SGK1[T422EJ (Table 3). 

25 



Table 3 : Relative phosphorylation of PIlIKl. substrates 
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Relative phosphorylation of PDKl substrates. PDKl substrates were 
phosphorylated in vkro, subjected tc SDvS-PAGE, and radioactivity 
associated with the bands measured wig a Phospho-Iraager and known 
amounts of ATP as standard, "fe phospb rrylation rate of PKB[S473D] in 



5 the presence of Ptdlnr. (3 > 4,5)P3 was 2,6 mol/mol PDKl/min and was 
taken as the relative value of 100. Averse values from a representative 
experiment performed in duplicates are shown. 

We previously observed that in the pjesence of PIFtide, PDKl is no 
10 longer able to phosphorate S£Kl >vi v nms its ability/ to activate PKBa 
[25] (see also Fig 19A & 19C & Tatte 3). Here we demonstrate that in the 
presence of PIFtide, PDKl's ability lo phosohorylate and activate SGK1, 
APH-PKBa as well as the hydropoobic motif mutants, S6K1[T412E], 
SGK1[T422D] and APH-PKBa [S473D] is also markedly inhibited. These 
15 results demonstrate that PDKl rajutas is hydrophobic PIF binding pocket 
in order to phosphorylate and acivaf* ,?f!Sf 1, SGK1 and APH-PKBa. 

Role of the hydrophobic mudf en ^asplt-orytatioii of S6K1, SGK1 and 
PKB by PDKl. We next investigated The rote of the hydrophobic motif of 
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S6K1, SGK1 and PKBa lit enabling TDK! 10 phosphorykte these kinases. 
To achieve this we mutated die conserved Phe to Ala that lies prior to the 
hydrophobic motif phosphorylation ,3'te on these AGC kinases (Phe411 in 
S6K1, Phe 421 in SGK1 and Phe 472 i \ PKBa) and tested the effect that 
5 this had on the phosphorylation and activation of these kinases by PDK1. 
This mutation was selected as the e; ; -:nt mutation ia PRK2 and PKC<; 
prevented PDK1 from interacthjr ar/ phasphoiylating these mutants. The 
rate at which PDK1 pho^ory^ted S6KlfF411A], SGK1[F421A] and 
APH-PKBa[F472A] compared to the wM type enzyiT.es, was markedly 
10 reduced. Interestingly the bass! rate i t wi'icb PDK1 pbosphorylated these 
enzymes was not inhibited by PTFtfde aid was comparable to the rate at 
which these were pbosphor'/Jated bv PDK1[L155E] In contrast, 
PKB[F472A] was phosphoiyfaced at 9 simw rate to the wild type PKB. 

15 We also expressed the wild type and the; hydrophobic motif mutants of 
S6K1, SGK, PKBa and APH-PKBa ir 293 cells md measured the 
phosphorylation of these enzymes at their T-loop site before and after 
stimulation of cells with IGF1 using the appropriate phospho-specific 
antibodies. IGF1 stimulation of cells foiled to induce the phosphorylation 

20 of S6K1[F411A|, SGK1[F421A| and APH-PKBa[F472A] at tJheir T-loop 
residue, whereas the wild type kinases became phosphorylated (Pig 2 ID 
and 21E). S6K1[F411A] arc! SGfijrF42iA] were also not siRtdficantly 
activated following IGF1 stimulation wb.nh is consistent with the lack of 
phosphorylation of these enzymes at their T-loop residue (data xiot shown). 

25 In contrast, PKBot[F472A] was phospheiylated to similar extent as wild 
type PKBa in response to IGF; (Fig .SP). FKBa[F472A.] in unstimulated 
cells possessed '50% of the hasal activity of wild type PKBa, but its 
activity was not faxther increase J ;!bi^/rj t , stiojuktion with IGF1 , despite 
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becoming phosphorylated at Tar308 (data not shown). In parallel 
experiments, IGF1 induced equivale^^ pb: sphorylation of wild type-PKBa 
at Thr308 and increased i:s activity over 10-tad. These results 
demonstrate that the hydrophobic notif: o ; S6K1, SGK1 and APH-PKBa 
5 are required in order for these kinase « :o become phosphorylated by PDK1 
efficiently at ttieir T-loop moth 

Role of LysU5, HeJ19 and Gbj?.?3 hi flie EDKl "FfF~?ocket" on 
activation of S6K1, SGKL in «=.6iraca to Leu 3.55, there are other 

10 residues that were predicter? £:» t>-n pr: of rise PIF binding pocket on 
PDK1, namely LyslJ5 f Well 9 nrd f 3*nl50 [17?. ?DK!|K115A], 
PDK1[I119A], PDKl[Q!50^j [, in addition to PDK1[L155A] 
(unpublished data) that possess ""liMbid decreased affinity for PIFtide, 
while retaining activity towards protito ra'ostrates that do not interact with 

15 the PIF binding pocket Micathi* *h:n Hie;/ are : r iot catalytically impaired. 
The rate at which PDKlfK.11 5A1 : ^1[IJ19A] ( PDKUQ150A] and 
PDK1[L155A] activated S6KJJ412E] wra orfy raargmaUy lower than wild 
type PDKL In contrast (he rare at v/hxh these mutants of PDK1 activated 
SGK1[T422D] was markedly ied»rv.d irlicating that J.ysl 15, Tlell9 and 

20 GlnlSO may play a more dominant role in pennittfog PDK1 to 
phosphorylate SGK1 [T422D1 **Kir? *KUT412E|. Consistent with the 
reduced affinity of these rrstantt ot P.ll'K? for PIFtide, low concentrations 
of PIFtide (2 \iM) only inhibit Me activation of S6K{-T2[T412E] and 
SGK1[T422D] by "50% rod hi«jh corcrat Tttions of PIF ride (35 nM) were 

25 required to inhibit these enzyme? 95%, Under identical conditions 2 
pM PIFtide inhibited the activation cf S6KU.T412E] by wild type PDK1 
over "20-fold. 
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Interaction of S6K1 and StJKl PDE1- Foil length S6K1 is a very 
poor substrate for PDK1 compare: to S.'iKl lacking tte C-teraiinal 104 
amino acids m its regulatory domara .' 1 .5, ::7j. We therefore tested whether 
this could be explained by the ; :abi'' v / of full length S6K1 to interact with 
5 PDK1. To test this hypothesis we expressed in 293 cells GST-PDK1 
together with fall length S6ICL Mi length 56K1[T412E] and the C- 
terminal. truncated forms of fopy Tivtants (S6KJ.-T2 and S6K1- 
T2[T412E]) which have Hag epitnwe ta;> s . Glutnthione-Seplb arose "pull- 
downs" of GST-PDK1 from ihese extracts were imnranoblotted for the 

10 presence of Flag epitope tarred F.6KI. Although GST-PDK1 and wild 
type and mutant forms of -S6K1. were expressed to a similar level, fall 
length S6K1 and fail length S5Kl[T4l2Ej failed to internet with GST- 
PDK1, whilst the S6K1-T2 and S*ifU~T2fT412E] both interacted with 
GST-PDK1. S6Kl-T2[T4j.2E] interacted moderately better with GST- 

15 PDK1 compared to S6K1-T2. Undf,r similar conditions we were unable to 
detect an interaction between GST-PjCXl[L155E] and S6K1-T2 and S6K1- 
T2[T412E], indicating that PDK1 interacts with S6K1-T2 flirough the PIF 
binding pocket. 

20 Wild type SGX1 is pho^)!iory!anvi ?.i a 10-foM lower rate than 
SGKl[T422Dj (Table 3 aid [9]). We therefore tested whether this could 
be accounted for by differences i;.- affinity of wild type SGK1 and 
SGK1[T422D] for PDK1. To investigate this we coexpressed GST-SGK1 
and GST-SGK1[T422D] with Myc-PDKl in 293 cells. Glutathione- 

25 Sepharose "pull-downs" of GST-SGK1 were immunoblDtted for the 
presence of Myc-PDKl. As shown ii Tig ?,0B Myc-PDKl only interacted 
with SGK1[T422D] but die. nc i h. erect with the wild type SGK1. As 
expected SGKlfT422DJ faflecS to interact with Myc-PDKl [L155E]. 
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Discussion 

The results presented in this Fxaaiplfi indicate that the hydrophobic motif 
of S6K1 and SGK1 function as a PDXl docking site that binds to the PIF 
5 binding pocket of PDK1. This recruit FDK1 to S6K1 -ind SGK1 enabling 
PDK1 to phosphorylate thesj erraym.r at their T-loop site. This conclusion 
is supported by the finding that a mutant of PDK1 in. which the PIF 
binding pocket has been disrupted (PDK1[L!55E]) can not phosphorylate 
S6K1 or SGK1 (Fig 18) and m>mv» of S6K1 and SGK1 in which their 

10 hydrophobic motif have been disrupted c?n not be phosnhorylated by wild 
type PDK1 (Fig 19). These obseva%u? explain why PTFti.de inhibits the 
phosphorylation of S6K1 and SGKl (Fig 20) as it interacts with the PIF 
binding pocket of PDK1 fhus preventing it from brnding to S6K1 and 
SGK1. Overall these results provid? farther evidence that AGC kinases 

15 (other than PKB) interact through their C terminal non catalytic residues 
with the PIF binding pocket of PDK1. These interactions will play an 
important role in regulating the access to PDK1 to its substrates. 

S6K1 requires phosphorylation of both the T-loop and hydrophobic motif 
20 to be activated [6] thus phosphorylation of S6K1 at its T-loop site by 
PDK1 alone does not significantly activate it. Full length S6K1 is a very 
poor substrate for PDK1 compared to a mutant of S6K1 that Jacks its C- 
terminal 104 residues encompassing the five in vivo Ser-Pro/Thr-Pro 
phosphorylation sites [15, 27]. We were unable to detect an interaction 
25 between full length S6K1 or S6KV1A I'jCBJ and PDK1 whilst a rail length 
S6K1 mutant in which the hydr phobic motif phosphorylation site 
(Thr412) and all five phosphojyhted C-tenr.inaJ residue"? were mutated to 
acidic residues, was able to bind PI'Kl but net to PDK1[L155EJ. 
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Removal of the C-termiraJ 104 residues of S6K1, also enabled S6K1-T2 
and S6K1-T2[T412E] to interact wxfo PDK1 but mt PDK1[L155E]. 
S6K1-T2[T412E] is phosphorated cy >DKi at a 5-foid higher initial rate 
than S6K1-T2 and consistent with pievions binding studies [25] we 
5 observed that S6K1-T2[T4I2E] interacted with higher affinity to PDK1 
than S6K1-T2. These findings mggovt ?, £iode! for the activation of S6K1 
in which the first step woutf involve he phosphorylation of the C-terminal 
Ser-Pro/Thr-Pro by a proline oirecied fctoasu Tins would not directly 
activate S6K1 but indr.ee a roifoi^afional charge exposing its 

10 hydrophobic motif so that it cm irteFSi-t with the PIF binding pocket of 
PDKL enabling PDKt to phosphorybfe fre T-Joop residua of S6K1. This 
is consistent with the fiudkv* that hi ^espou>e to insulin stimulation of cells 
the C-terminal Ser-Pro/Thr-Pro of iSfiK.1 become phospborvlated before 
phosphorylation of the T»!oop anil hydrophobic motif [6, 23]. The 

15 interaction of PDK1 with S6K1 wo«-d he enhanced farther if S6K1 was 
phosphorylated at its hydrophobic motif, However, this may not be a 
prerequisite for T-loop phosphor J*ticr< r s a mutant o* S6K1 in which 
Thr412 is mutated to an Ala is still nhosphorylated at its T~Joop residue 
albeit to a lower extent that wild type S6KJ [23]. 

20 

SGK1, like S6K1 require? phosphorylation of both its T-Joop and 
hydrophobic motif to be activated in cftfls. but does cot possess a C 
terminal tail following its hydrophobe; mo)ii that becomes phosphorylated 
at Ser-Pro/Thr-Pro motifr Wild type SGK1 that has not been 
25 phosphorylated at its hydrophobic m:»tif (Thr422) is a poor substrate for 
PDK1 and mutation of Thr412 to a:a txidk residue increases over 10-fold 
the rate at which it becomes phosp^on lifted by PDKi (1 able 3 and [9]). 
Furthermore, when SGXlf.:42£I)l h expr. ssed in unsw mlated 293 cells 
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it is significantly phosphorated at L; T-Ioop residue (Thi256> whilst wild 
type SGK1 is not [8, 9\ TJie imdivig fhat SGK1[T422EJ interacts with 
PDK1 (but not with. PDi::iri/:S5Ej), a cjiitrast no detectable interaction 
between wild type PDK1 and SGK7 wvs observed (Fig 21), is consistent 
5 with the conclusion of Kobayasiri & Cotsn [9] that the phosphorylation of 
SGK1 at its hydrophobic motif p!ays the major role in regulating 
phosphorylation of SGKl at ite T-hop widne. Consistent with this, a 
mutant of SGKl m which Ihe hv-I-oj^ob.!?. motif phosphorylation site 
(THr422) is changed Jo Ah do<\« nrf. bf-crnr phosphcry^ated at its T-loop 
10 phosphorylation site (THr256 N ibliovraif; IGF1 stimulation, whilst 
changing T422 to Asp results vc SOfU being phosphoryiated at Thr256 in 
unstimulated cells. 

Although the activation of S-5K1 and SGK i is dependent upon PI 3-kinase 
15 in vivo, it is not clear how Ptflnst.3 4 1 5vP ? /P«dIiMf3.4)P 7 regulates this 
process. The phosphorylation of SGKl and SGKl in vitro by PDK1 is not 
enhanced by the presence of Ptdlns'3 ,4,5iP ? /PtdIns(3..4)P? which interact 
with the PH domain of PDK1. This indicates that the binding of PDK1 to 
PtdIns(3 > 4,5)P 3 /PtdIns(3,4)P : , may not directly activate these enzymes. 
20 Instead of regulating the activity of PDK1 , Pi:dIns(3 ? 4 : 5)P 3 /PtdTns(3,4)P 2 
could instead induce activation of >i».e r;j?ase(s) that phosphor/late the 
hydrophobic motif of S6K.1 aid SGX: pad/or th? proline directed 
kinase(s) that phosphorylate at is O iranina) tarl. If this mechanism 
operated in vivo, PDK1 activity in rslfs 'vculd not need vo be activated by 
25 insulin or growth factors ?.s ?t would <aoi able to phosphorylate S6K1 or 
SGKl untU these enzymes were p:,os?hcrylated at their hydrophobic 
motif/C-tennina! tail 
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The finding in ithis study >iiat the T )kiilng pocket of PDK1 is not 
required to enable PBX1 to activate PK>1 nor is the hydrophobic motif of 
PKB required to allow it to becorrs [jba s^horylated at its T loop supports 
the conclusion of previous snulies ijjdLatmg that binding of PDK1 and 
5 PKB to PtdInsC3 9 4 f 9P3/?«iO!^3,4/P a "s likely to be the primary 
determinant for bringing <hese m^'e-cvlM together [14]. This is also 
supported by the finding th-V. the 4 nci v rricfc of PKB, l ike the activation of 
PI 3-kinase occurs very rapid'y In r.*V.n f j>ur> indicating the-t the activation 
of PKB occurs rborJ.y tf; : . i r the formation of 

10 PtdIns(3,4 ) 5)P 3 /PtdI:os(3,4)? : . ^evf, as *e activate of S6K1 (and 
SGK1) occurs much more r\o:yW tfi -n ?73; &is indicates tbsit there is a 
substantial delay between, activation '/f P! 3-kinase and .activation of S6K1 
and SGK1 This delay co • id be accoimf«d for by f: r = time it takes for 
PtdIns(3 5 4,5)P 3 /PtdIns(3,4)F ? to activ?* Ibe S6Fl-C-terrainal Ser- 

15 Pro/Thr-Pro kinase(s) and the SfiKI'SGTU hydrophobic motif kinase(s) 
which are likely be the rate linr'.ffog Vzy in the activation of these kinases 
in cells. There is no evidence thai ^hcsriorylation of PXFa at Ser473 
promotes phosphorylation of 'IttfftS a? nra'atkm of Ser473 to either Ala 
or Asp had no effect: on insal : iSb^GF iiadvml phosphc relation of PKBa at 

20 Thr308 [24J. It can not be r«3iec. oaf tha* VDKJ could interact with PKBa 
through a domain other thar the PiF tiriing pocket and the binding of 
PKB and/or PDK1 to Pt<iIns(?,4 1 :!i}P r/ 'Ptd(ns(3 r 4)P 7 could expose this 
binding pocket(s). Indeed, 'here h avidewe that the binding of PKB to 
Ptdlns(3 ,4 ,5)P/Ptd\ns(3 , 4)P 2 ?> or ^ "5* a conf r.-rmat ional change 

25 leading to the exposure or fire "Tiv:30 3 ?r:.t perhaps Ser473 phosphorylation 
sites [14]. VanQbberghen avr? colkfcgsc. 1 ?;a"e also eoi Juried that the PH 
domain of PDK1 may intoou a mm phonohorylating PKBa [28]. This is 
based on the finding flref - rDK.' ;a.itml lacking ks PH domain or 
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possessing a PH domain that can ml a:e_act with Pidln3(3,4,5)P 3 was far 
more effective at activating APH-K£Ea m a coiransfecfion experiment 
than the wild type PDK1. Although-, it s) oitkl be noted taat this observed in 
vivo effect is likely to be more complicated, as the rate at which APH- 
5 PDK1 and wild type PDK1 phosphorylate APH-PKBc: is similar in vitro 
[22,29]. 

APH-PKBa when expressed in 293 ( >Jh 5s o»hospbory?aed. at: Thr308 and 
Ser473 in response to insulin and. fi/3 crsvented by inhibitors of PI 3- 

10 kinase [30, 31]. This observation was originally mterpreted as evidence 
that PDK1 and the enzyme whxb. phto.spho3cyJr.t2s Ser473 were activated in 
vivo by PtdIns(3,4,5)P 3 /l > tdIm;(3,4}l\.. However, in this study, we 
demonstrate that APH-PKBa is not pbo^paorylated by PDK1 by the same 
mechanism as wild type PKBa, ar APH-PKBa is not phosphorylated by 

15 PDK1[L155E1 and disinption of the I ydrcphobic motif of APH-PKBa 
largely prevented its phosphorylation by PDK1 (Fig IS to 19). Thus the 
• mechanism by which PDK1 phosc'iirylafces APH-PKBa is more like S6K1 
and SGK1 than PKBa. As rnntstiOT: of Ser473 in APH-PKBa to Asp 
increases the rate at which it is phavnhor/lated by PDK1 (Table 3), it is 

20 possible that when APH-PFBr< is expressed in cells 
PtdIns(3,4,5)P } /PtdInsr3,4)p 2 does not c^nte PDKt hut instead induces 
phosphorylation of Ser473 thiroif-h the $ar& hydrophobic motif kinase(s) 
that phosphorylate S6K.1 and SGltf. , which subsequently converts APH- 
PKBa into a PDK1 substrate. 

25 

Although APH-PKBa is phospfcoryk *'Xk by PDK1 at the same rate in the 
presence or absence of ?tdins(3 4,5^ , M should be emphasised that APH- 
PKBa is phosphoiyJated by PDU'f v ' 50 fild lower tate than wild type 
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PKBot in the presence of PtdlnsO .,:)!,;. Furthennore, APH-PKBa is 
phosphorylated in vitro at a 10-100 .:cl;l iower rate than SGK1 and S6K1 
by PDK1 (Table 3). This xnigh*: bs explained if the C terminal region of 
APH-PKBa surrounding the hydrophobic motif, interacted with 
5 significantly lower affinity with PDIC than the equivalent region of S6K1 
and SGK1. It is possible that this w ftoz of S6X1 and SGK1, has evolved 
to enable these enzymes to bind FLV« i Kbwever, to-, equivalent residues 
in PKB may not have evolved net f o £ *:if;I with tte KF biding pocket 
of PDK1, enabling PKB to be reg'ifelsd by a distinct mechanism. 

10 

When PKC£ and PRK2 are ov.^ft r.pre sstxl m unstimulated 293 cells unlike 
S6K1, SGK1 and PKB they are pfaorohorylated at their T-loop residue to a 
high stcichiometry and when theft: Fr-rrsftfl rare isolated from cells can not 
be phosphorylated further by PDK 1 in vrro. We ?.lsc demonstrated that 

15 PRK2 and PKC£ and could dsrert'*" ^sref through tfjek hydrophobic 
motif to the P1F binding pocket of PDK1 [18]. These observations imply 
that in contrast to S6KL SGKi and PKB when PKC? or PRK2 is 
overexpressed in unstimulated cells, their hydrophobic motif is able to 
interact directly with endogenous PDKJ resulting in their T-loop residue 

20 becoming phosphorylated. Hoover it v: likely that phosphorylation of 
the T-loop residue of endogenous!/ eyoT'Ssed PKCt ard PSK2 will be 
under some regulation in ceiHs. Parser ?nd colleagues have presented 
evidence that the interaction o* PRK2 y/ifc the small GTP binding protein 
Rho complexed to GTP, may promote the interaction of PRK2 with PDK1 

25 and enhance the phosphorylation of 'vc ' . -Mop residue f 32}. In the case of 
VK.CC> it is not clear how phosp^vUtfon of its T-.ioop is regulated. 
Although there are seveia* report: : \ ^ t; g that PKC" is activated by 
insulin and growth facers m teUn aii 1 that these agonists induce 
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phosphorylation of PKCf, ai its T-' Teniae, we have this far not been 
able to demonstrate any farther acthr.tion of either endogenous or 
transfected PKC£ in 293 cells. In unstipulated mouse em1>ryonic stem 
cells endogenous PKCC, is signlli an:iy phosphorylated at its T-loop 
5 residue and this is not further imve&f^E hy stimulation with IGF1 or any 
other agonist that we hav* tried h. mouse em i conic stem cells 
lacking PDK1 ? PKCf 5 is not p]tn*paoy1ated at its T-loop residue, 
providing genetic evidence that PfX<H mediates phosphorylation of PKC£ 
in vivo [33]. Recent work demoitftraU* «ha£ FKC£ in cells is complexed to 

10 other proteins termed hPar3 ai^ hVavS x:d that hPar6 in til ls complex is 
capable of interacting with the •w J *5TP binding proteins Rac and 
CDC42 (reviewed m [34]). The miss :e radicates thai laese proteins will 
play key roles in restating the aeifvi^y of FXCr r However* it has not yet 
been investigated whether IiPav?/M'ar6/CDC42/Raci could also fiinction 

15 by regulating the phosphorylation ?KCC, by PDKL This complex could 
operate by controlling the acce<\? r,f rhe hydrophobic motif of PKC£ to 
enable interaction of PDK1 in res?«'x>:r to z specific signal, For example 
the binding of Rac/CDC42 to this? ymr<)k% may enable PDK1 to interact 
and phosphorylate PKC£. 

20 

The model we propose in Fi? 2? csEioustrates th;? key step in the 
phosphorylation of PDK1 substrata t ^is far been identified other than 
PKB are regulated by the direct irtr«.c«:oE of their hydrophobic motif 
with the PIF binding pocket of mx I PKB and ?DK! are brought 

25 together mainly by their mutual rateiswr/c with PtdIns(3,4,5)P 3 . Although 
PRK2 and PKC£ are can iueract dii.s~.tly with PDKi when overexpressed 
in 293 cells, the interaction c : SMC!'. ;vui SGX1 i? regulated by the 
phosphorylation of these enzyiret ^: rh^ir C terraixul residue(s). This 
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model could account for <lhe differ :<e?s L: the time comre of activation of 
S6K1, SGK1 and PKB in IGi'-V&mtib factor stinniated cells. These 
findings indicate that drugs directed x riuzds a specific non catalytic site 
on a protein kinase couki mliib.'*. "u hosphoryktroi of a group of 
5 substrates without affecting :'<e ptt )s;:horylation of another. Thus 
compounds that interact with the PIF-'duing pocket ois PDK1 could affect 
the activation of S6K1 and SGK! but no* FKB and wvll be more specific 
than an ATP competitive Pi>El inhirjhor which will inhibit the 
phosphorylation of all downstren? *v{:rt.; Thus such drags are likely to 
10 have less side effects. 
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CLAIMS 

1. A method of identifying a compound that modulates the protein kinase 
activity of a protein kinase haying a hydrophobic pocket in the position 
5 equivalent to ithe hydrophobic porf-el cf mouse Protein Kinase A (PKA) 
that is defined by residues including Lys76, Leull6 ? Val80 and/or Lyslll 
of full-length mouse PKA, wherein ihe ability of the compound to inhibit, 
promote or mimic the interaction of the said hydrophobic pocket- 
containing protein kinase with an interacting polypeptide is measured and 
10 a compound that inhibits, pre motes or mimics the said interaction is 
selected, wherein the interacting polypeptide interacts with the 
hydrophobic pocket of the protein kinase and/or comprises the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr 

15 2. The method of claim 1 whereon the polypeptide comprises the amino 
acid sequence Fhe/Tyi -Xaa-Xafe-i -iue/Tyx-Zaa-Phe/Tyr , wherein Zaa 
represents a negatively chaigeu amine acid residue. 

3. The method of clahn 1 wherein the polypeptide comprises the amino 
20 acid sequence Phe-Xaa-Xaa-Phe. 

4. The method of claim 1, 2 or 3 therein fee protein kinase is PDKL 

5. The method of claim 1, 2 or '3 wLerefo the protein kinase is SGK, 
25 PKB, PKA, p70 S6 kbase, p90 KSK, PKCct, PKC8, PKCC or PRK2. 



6. The method of any of the previous cLtiras wherein. Jfce interaction is an 
interaction of the hydrophobic px/ft rf the said protein kinase with the 
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polypeptide comprising the aiHuo r.cid sequence Phe/Tyr-Xaa-Xaa- 
Phe/Tyr. 

7. The method of any of the previous claims wherein the interacting 
5 polypeptide is part of the same polypeptide chain as the protein kinase. 

8* The method of claim 7 wbe : ^ii the interaction is an intramolecular 
interaction. 

10 9. The method of any of the preceding claims wherein the ability of the 
compound to inhibit, promote or iciraie the interaction of the protein 
kinase with the interacting polypeptide is measured using surface plasmon 
resonance. 

15 10. A meehod of identifying a compound that modulates the protein 
kinase activity of a hydrophobic pocket -containing protein kinase as 
defined in claim 1, wherein the effect of the said compound on the rate or 
degree of phosphorylation of a SitUtrate polypeptide of the said 
hydrophobic pocket-containing pre tern kinase by the said hydrophobic 

20 pocket-containing protein kiiir ^ a presence cf aiA interacting 
polypeptide is determined, and a compound that modulates the said rate or 
degree of phosphorylation is selected, wherein the interacting polypeptide 
interacts with the hydrophobic poorer of the protein kinase and/or 
comprises the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr and is 

25 comprised in a separate polypeptide chain to die hydrophobic pocket- 
containing protein kinase, and wherein f vie substrate polypeptide has fewer 
than 400 amino acids. 
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11. The method of dainj 10 tv?;er»:h d*.e substrate polypeptide comprises 
a portion that is the interacting polypeptide. 

12. The method of claim 11 wltc/em ite protein kinase is PDK1 and the 
5 substrate polypeptide comprises or consists of the sequence 

KTFCGTPEYLAPEVl^Pmi^EEEQEMI^FDYIADWC. 

13. The method of claim 10 whewm the substrate portion and the 
interacting portion are on separate polypeptide chains, 

10 

14. The method of claim 13 \/ iq rin ihe hydrophobic pocket-containing 
protein kinase is PDK1, the substrate polypeptide comprises or consists of 
the sequence KTFCGTPEYLAPE V , md the interacting polypeptide 
comprises or coaiisfei of the sequence 

15 EPRII^EEEQEMFRDFDYIAL WC. 

15. A method! of identifying a ^ixjound that modulates tine protein 
kinase activity of a hydrophobic poecet-contahiing protein kinase as 
defined in claim 1, wherein the effect of the said compound on the rate or 

20 degree of phosphorylation of *t substrate polypeptide of the said 
hydrophobic pocket-contaiaing protein inase by the said hydrophobic 
pocket-eontaming protein kinase is deiemiined, and a compound that 
modulates the said rate or degree of phosphorylation is selected, wherein 
the effect of the compound is deteiuriue a in. the absence of an interacting 

25 polypeptide, wherein an mteractii»£ pol^quide is one which interacts with 
the hydrophobic pocket of the protein kinase and/or comprises the amino 
acid sequence Phe/Tyr-Xaa-lXtia* Vhe'Tyr, and wherein the substrate 
polypeptide has fewer chan 400 itmi^c acids. 
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16. The method of claim 15 rUeseh, hydrophobic pocket-containing 
protein kinase is PDK1 and the subs U ate polypeptide consists of or 
comprises the amino acid sequence KTFCGTPEYLAPEV or 
KTFCGTPEYLAPEVREL 

5 

17. A method of selecting or designing a compound that modulates the 
activity of a hydrophobic pocket-coniakiing protein kinase as defined in 
any of the preceding claims, die Miethcd comprising the step of using 
molecular modelling means to select or design a compound that is 

10 predicted to interact with the said hydrophobic pocket-containing protein 
kinase, wherein a three-dimensional structure of a compound is compared 
with a three-dimensional structure oi the said hydrophobic pocket and/or 
with a three-dimensional structure c f sn interacting polypeptide as defined 
in any of the preceding claims, and a compound that is predicted to 

15 interact with the said hydrophobic pocket :ts selected. 

18. A compound capable of modulating the protein kinase activity of a 
hydrophobic pocket-containing protein kinase as defined in claim 1, 
wherein the compound inhibits the ictei action of (lie said protein kinase 

20 with an interacting polypeptide. jeunn the interacting polypeptide 
interacts with the hydrophobic pocket us the said protein kinase and/or 
comprises the amnio acid sequence Pae/Tyr-Xaa-Xaa-Phe/Tyr, wherein 
the compound does not comprise a polypeptide having the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyi-Zaa-Phe/Tyr and is not PKA. 

25 

19. A compound capable of rock ^ the protein jrinase activity of a 
hydrophobic pocket- containing protein kinase as defined in claim 1, 
wherein the compound modulates the me or degree of phosphorylation of 
a substrate polypeptide of the said hydrophobic pocket -containing protein 
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kinase by the said hydrophobic pocket -containing protein kinase in the 
absence of an interacting polypeptide, wherein an interacting polypeptide 
interacts with the hydrophobic pocket of the protein kinase and/or 
comprises the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr, and 
5 wherein the substrate polypeptide h>.s fev/er than 400 amino acids. 

20. A compound that modulates the protein kinase activity of a 
hydrophobic pocket-containing protein kinase as defined in claim 1, 
wherein the compound modulates the rate or degree of phosphorylation of 

10 a substrate polypeptide of the said hydrophobic pocket-containing protein 
kinase by the said hydrophobic nuclei -containing protein kinase in the 
presence of an interacting polypeptide, w herein the interacting polypeptide 
interacts with the hydrophobic pxfcet of the protein kinase and/or 
comprises the amino acid seqrcsnce ?he/Tyr-Xaa-Xaa-Phe/Tyr and is 

15 comprised in a separate polypeptide chain to the hydrophobic pocket- 
containing protein kinase, and wherein the substrate polypeptide has fewer 
than 400 amino acids. 

21. A compound identifiable by fte method of any one of claims 1 to 17, 
20 provided that the compound w art a polypeptide having the amino acid 

sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr and is not full length 
PKA. 

22. A mutated protein JLnate, vvhei ■■ La the protein kinase before mutation 
25 has a hydrophobic pocket m (h^ position equivalent to the hydrophobic 

pocket of mouse -Protein Kinase ^ (FKA) that is defined by residues 
including Lys76 f Leal 16, VaiSO and/or Lyslli of full-length mouse 
PKA, and wherein one or more Eeskiues defining the hydrophobic pocket 
of the protein kinase is mutated. 
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23. The mutated protein. )±nise of claim 22 wherein the protein kinase 
before mutation is PDK1, SGK, p70 S3 kinase or PKB. 

5 24. The mutated protein kinase of claim 23 wherein the mutated 
residue(s) are the residues equivalent f-j residue Lys76, Val80, Lyslll 
and/or Leull6 of full lengtli mou^e PiLA . 

25. The mutated protein kinase of claim 24 wherein the residue at the 
10 position equivalent to residue L/s'7£ if f JJ length mouse PKA is mutated 

to an Ala and/or the residue ?;t the position equivalent to Leull6 of full 
length mouse PKA is mutated to a Csx, Asp or Gin. 

26. A preparation .comprising a hydrophobic pocket-containing protein 
15 kinase as defined in claim 1, auu a second, interacting compound, wherein 

the interacting compound interacts vith the hydrophobic pocket of the 
protein kinase and/or comprises the ami qo acid sequence Phe/Tyr-Xaa- 
Xaa-Phe/Tyr, wherein the sail pr£>aia^on further comprises a substrate 
polypeptide as defined k any ofclitais aO to 15 and does not comprise all 
20 of the components found in a cell d:i which said protein kinase or 
compound is naturally found. 

27. A preparation comprising a hydrophobic pocket-containing protein 
kinase as defined in claim 1, a d a second* interacting compound, wherein 

25 the interacting compound mte::£;".t* wi* Ae hydrophobic pocket of the 
protein kinase, wherein the sa*d prcj^ntion does not comprise all of the 
components found in a ceil in which said protein kinase or compound is 
naturally found, and wherein % vmn the protein kinase is PDK1, the 
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interacting compound is not a polypeptile comprising the amino acid 
sequence Phe/Ty r-Xaa Xaa- Plie, Ty t.&k -Hie/Tyr . 

28. A method of phosp^orrhtv^g a substrate polypeptide for a 
5 hydrophobic pocket-eontefrifog prii/j kinase as defined in claim 1, 

wherein a preparation according to claim 27 is used . 

29. A method of phosphorylation p70 S6 kinase on the residue equivalent 
to Thr412 of foil length human p70 S6 kinase wherein the said p70 S6 

10 kinase is exposed to recombinant F>K1 

30. A method of identifying a compcimd that modulates the activation 
and/or phosphorylation of p70 S6 kinase on the residue equivalent to 
Thr412 of full length human p/ J !x» kinase by PDK1 wherein the 

15 activation and/or phosphorylation of p70 S6 kinase on the residue 
equivalent to Thx412 of rail long h humm p70 S6 kinase by PDK1 is 
measured in the piessnce ;>r aiuie than one concentration of the 
compound. 

20 31. A compound identified or identifirVie by the methcd of claim 30. 

32. The use of an interacting pOiypttpride as defined in claim 1 or a 
compound as defined in ray o: 13 to 21 in a. method of stabilising a 
hydrophobic pocket-containm;; rrot 3 ur kinase as defined in claim 1, 

25 wherein the protein kinase is expose:* ?.o ^ compound or polypeptide. 

33. A method of modulating it '? r^J. tie protein kinase activity of a 
hydrophobic pockei>eortiii.iiu'A jttcteia kinase as defined in claim 1, 
wherein a recombinant mtajra ^kt r> *oiypeptide is expressed in the cell, 
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wherein the interacting po.V/p:r> interacts with flw? hydrophobic pocket 
.of the protein kinase andA»r h;;r cJiiirr acid sequence Ptie/Tyr-Xaa- 
Xaa-Phe/Tyr. 

5 34. A polypeptide comprising the amino acid sequence Phe/Tyr-Xaa- 
Xaa~Phe/Tyr 9 wherein said poi)'p^o.! : t Ices not comprise the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe^r>r-Zaa«?he/Tyr or Phe/Tyr-Xaa-Xaa- 
Phe/Tyr-Ser/Thr-Phe/Tyr md :s r.o : fui "-length PICA. 

10 35. A polypeptide according Iq dak.i 34 comprising or consisting 
essentially of the C-termioal 223 amino "icids of full length PKA. 

36. A fusion polypeptide o ; a r< r pyade according to claim 34 or 35, 
wherein the fusion polypeptide is not ftul length PKA, 

15 

37. A polynucleotide encoding a polypeptide according to any one of 
claims 34 to 36 or a mutated protein kinase according to any of claims 22 
to 25. 

20 38. A recombinant poiynudeot* 7 ? suitable for expressing a polypeptide 
according to any one of clafco? j4 tc 36 or a mutated protein kinase 
according to any of claims 22 to 23. 

39. A host cell comprising a polynucleotide according to claim 37 or 38. 

25 

40. A method of malting a poiyup'iae accord jig to any one of claims 34 
to 36 or a mutated protein kuoase :.\ cording to any of claims 22 to 25, the 
method comprising culturiag a host cell according to claim 39 which 
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expresses said polypeptide or mutated protein kinase and isolating said 
polypeptide. 

41. A polypeptide obtainable by trie method cf claim 40. 

5 

42. A cell containing a recombinant nucleic acid suitable for expressing a 
hydrophobic pocket-containing protein kinase as defined in claim 1, and a 
recombinant nucleic acid suitable tor expressing a second polypeptide 
comprising the amino acid sequence Pie/Tyr-Xaa-Xaa-Phe/Tyr, wherein 

10 when the said protein kinase h FD7J , Ihe sail second polypeptide is not 
EDVKKHPFFRUD^ 

PILTPPREPRILSEEEQEMFRDFDYLiDWC (PTF), and does not 
comprise the amino acid sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr-Ser/Thr- 
Phe/Tyr. 

15 

43. A method of making a preparation comprising a hydrophobic pocket- 
containing protein kinase defined m claim 1, ami a second, interacting 
polypeptide, wherein die interacting polypeptide interacts with the 
hydrophobic pocket of the protein kinase, wherein the said preparation 

20 does not comprise all of *he components found in a cell in which said 
protein kinase or compound is naturally found, and wherein when the 
protein kinase is PDK1, the interacting polypeptide is not a polypeptide 
comprising me amk&u ac\d seqi -fsK-.ee Phe/Tyr- Xia-Xaa-Phe/Tyr-Zaa- 
Phe/Tyr, wherein die said proem kinase and the said interacting 

25 polypeptide are co-expressed it: a *v?!l according to claim 42. 



44. A kit of parts useful m carrying cut a method according to any one of 
claims 1 to 16, comprising a hydrophobic pocket-containing protein kinase 
as defined in claim 1 and a separa^ in eractmg polypeptide wherein the 
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interacting polypeptide interacts with die hydrophobic pocket of the said 
protein kinase and/or comprises the mrmo acid sequence Phe/Tyr-Xaa- 
Xaa-Phe/Tyr and does not comprise Me aaiino acid sequence Phe/Tyr- 
Xaa-Xaa-Phe/Tyr-Zaa-Phe/Tyr ci Phe/Tyr«Xaa .Xaa-Phe/Tyr-Ser/Thr- 
5 Phe/Tyr. 

45. A kit of parts useful in carrying out a method according to any one of 
claims 10 to 16, comprising & fydropbobic podcet-containing protein 
kinase as defined in claim 1 and h sufcsTaJe polypeptide as defined in any 
10 one of claims 10 to 26 and option rily a separate interacting polypeptide 
wherein the interacting polypeptide interacts with the hydrophobic pocket 
of the said protein kinase and/or comprises the amino acid sequence 
Phe/Tyr-Xaa-Xaa-Phe/Tyr. 

15 46. A compound according u> ckuu l£ to 21 or 31, or polypeptide 
according to any of claims 34 10 36 or polynucleotide according to claim 
37 or 38 for use in medicine. 

47. The use of a compound or polypeptide or polynucleotide as defined in 
20 claim 46 in the manufacture of a medresu'rient for the treatment of a patient 

in need of modulation of Rigrahin? bv a hydrophobic vocket-containing 
protein kinase as defined m claim ! . 

48. The use or claim 47 wherein Lte pattern has career or diabetes or is in 
25 need of inhibition of apoptosis, for example a patient suffering from tissue 

injury or ischaemic injur/, mcluit:^ e/rck?. 

49. A polypeptide i:onjpiis.ing am- ■> .^flapping interne ting and substrate 
portions, wherein the uiteractin? y:r:\oa comprises the amino acid 



WO 01/44497 



PCT/GB00/04598 



i:-8 

sequence Phe/Tyr-Xa?>Za?^?hc /i rvr intf tte substrate portion comprises a 
consensus sequence for ohcrpfror'taixa by a hydrophobic pocket- 
containing protein kinase as defined in claim 1, wherein the amino acid 
sequence Phe/Tyr-Xaa-Xaa-Phe/Tyr and the said consensus sequence for 
5 phosphorylation are separated by between about 5 and 100 amino acids. 

50. An interacting polypeptide which interacts with the hydrophobic 
pocket of a hydrophobic pocket-containing protein kinase as defined in 
claim 1 and/or comprises the amino acid sequence Phe/Tyr-Xaa-Xaa- 

10 Phe/Tyr, immobilised on a surface of m article suitable for use as a test 
surface in a surface plasmon resonance method, wherein the interacting 
polypeptide is not PIF or PIFtide. 

51. A meihod or identifying a co&ieptand that: modulates the protein 
15 kinase activity of a pioieii; kmsse a hydrophobic pocket in the 

position equivalent to ike hydrophobic pocket of mouse Protein Kinase A 
(PKA) that is defined by residues inckoihg Lys76, Leu 116, ValSO and/or 
Lyslll of full-length mouse PKA comprising the steps of (1) determining 
the effect of a test compound on the protein kinase activity of the said 

20 protein kinase, and/or a mata v. '•b&'&X ^ (! (2) selecting a compound 
capable of modulating the proter.i kitif-se acivity of the naM protein kinase 
to different extents towards (i) a substrate thai: binds to the said 
hydrophobic pocket of the said protein kinase (hydrophobic pocket- 
dependent substrate) and (ii) a substrate (such as PKB) that does not bind, 

25 or binds to a lesser extent than the first said substrate (hydrophobic 
pocket-independent substrate), to th; , avi hydrophobic pocket of the said 
protein kinase. 
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52. The method of claim 51 v ; ^ e;r a coripoand that iriihifs the protein 
kinase activity of the said piotebi kinase ;o a greater extent towards the 
hydrophobic pocket-dependent subs'rafe than towards the hydrophobic 
pocket-independent substrate is de;:t rt. 

5 

53. The method of claim 51 or S2 v?\&tw the protein kinase is PDK1. 

54. The method of claim 33 whereat the hydrophobic pocket-dependent 
substrate is SGK, PRK2, S6K1 or PIO;. 

10 

55. The method of claim 53 ov i4 wherein the hydrophobic pocket- 
independent substrate is PK3. 

56. A method of identifying l ixapoftjd that modulates the protein 
15 kinase activity of a proiek kui&tt having a hydrophobic pocket in the 

position equivalent io the ixydxc phobic pocket of mouse Protein Kinase A 
(PKA) that is defined by residues ire tiding Lys76, Leu! 16, Val80 and/or 
Lyslll of full-length mouse PICA ( or example PDK1), comprising the 
step of determining the eifee ol 3 • oacopound oa toe protein kinase 
20 activity of, or ability of fte ::cv^c>in1 to bind to (1) the said protein 
kinase mutated at a residue de^inmg :n h<i$i part of the sdd hydrophobic 
pocket of the protein kinase, fof ex/acir !e the residue equivalent to lysine 
76 of full-length mouse PKA. 

25 57. A method according xu cJa:m >C f >nher comprising, determining the 
effect of the compound on the prattm j:iimse activity of, or ability of the 
compound to bind to, the frotifii Smuts*: wild* is nol mutated at the said 
residue defining at tease pair oxvas ;iari hydrophobic pocket of PDK1. 
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58. The method of any ore of cisicd 31 to 57 wherein the effect of the 
compound on the rate or degree or phosphorylation of a hydrophobic 
pocket-dependent substrate is determined. 

5 59. The method of any oiie of droits 51 io 57 wherein a compound is 
selected that decreases the proteb I base activity of the protein kinase 
towards a hydrophobic pocket-dtpencent substrate and does not affect or 
increases the protein kinase activity i>f the protein kinase towards a 
hydrophobic pocket-independent substrate. 

10 

60. A kit of parts useful in carrying out. a method according to any one of 
claims 51 to 59, comprising '£} a nutated protein kinase as defined in 
claim 56 and/or the protein kinase '-mzh is not a mutated said protein 
kinase as defined in claim 56 ( '.;} a hydrophobic pocket -dependent 

15 substrate and a hydrophobic poc&e'.-n dependent substrate of the said 
protein kinase. 

61. The use of a compound capable cf inhibiting to a different extents the 
rate or degree of phosphorylation >>' a protein kinase having a 

20 hydrophobic pocket in the pnsino: e*j\ ivalent. to ttie hydrophobic pocket of 
mouse Protein Kinase A (PEA.) tin: defined by residues including 
Lys76, Leull6, Val80 anrf/or L^s? 1 .?. of full-length mouse PKA (for 
example PDK1), of (1) a hydrophobic pocket-dependent substrate and (2) 
a hydrophobic pocket-independent substrate of the protein kinase, in the 

25 manufacture of a medicament :for the: ireaiment ci a patient in need of 
inhibition to different extents; oi (1) phosphorylation of a hydrophobic 
pocket-dependent substrata of Mid protein khiase and (2) 

phosphorylation of a hydrophobic po-J^i-dependent substrate of the said 
protein kinase. 
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62. The use according to claim 61 wherein the compound or composition 
inhibits to a greater degree the rate or degree of phosphorylation by the 
protein kinase of (1) a hydrophobic pocket- dependent substrate of the 

5 protein kinase thaia (2) a hydrops oH*: piX fcet-independent substrate of the 
protein kinase. 

63. The use of claim 61 or 62 wherein the patient has diabetes or cancer. 

10 
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Fig are 7 
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Box I Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet) 



This International Search Report has not been established in respect of certain claims under Article 1 7(2}{a) for the following reasons: 



Claims Nos.: 32,33 

because they relate to subject matter not requ f r3d to be searched by this Authority, namely: 

Rule 39.1 (iv) PCT - Method for treatment of the human or animal body by 
therapy 



Claims Nos.: 1"63 

because they relate to parts of the International Applicelion t'nel do not comply with the orescribed requirements to such 
an extent that no meaningful International Search can be earned out, specifically: 



see FURTHER INFORMATION sheet PCT/I SA/210 



3. | | Claims Nos.: 

because they are dependent claims and are not drafted in accordance witn the second and third sentences of Rule 6.4(a). 



Box II Observations where unity of invention is lacking (Continuation of item 2 of first shaet) 



This Internationa) Searching Authority found multiple inventions in ihis international application, as follows: 



see additional sheet 



1 . pn As all required additional search fees wore timely paid l:y tSc aoo'i xirt this International Search Report covers ail 
1 1 searchable claims. 

2. ] X | As all searchable claims could be searched without effort iustifyina an additional fee, This Authority did not invite payment 

of any additional fee. 



3. I I As only some of the required additional search fees were timely paid by the applicant, this International Search Report 
1 1 covers only those claims for which fees were paid, specifically claims Nos.: 



4- (^] No required additions! search fees were timely paid oy the. applicant. Consequently, this International Ssarch Report is 
restricted to the invention first mentioned in the c f-Jrr-s: it v .:wed by claims Nos.: 



Remark on Protest 



j *] The additional search fees were accompanied by the applicant's protest. 
1 No protest accompanied the payment of additional search fees. 
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Claims Nos.: 1-63 



In view of the large number and also the wording of the 32 independent 
claims presently on file, which render it difficult, if not impossible, 
to determine the matter for which protection is sought, the present 
application fails to comply with the clarity and conciseness requirements 
of Article 6 PCT (see also Rule 6/1 (a) PCT) to such an extent that a 
meaningful search is impossible. 

Moreover, present claims 18-21, 25,27,31-33, 46-48, 61-63 relate to 
compounds defined by reference to a desirable characteristic or property, 
namely those compounds capable of interacting in any manner* in binding or 
phosphorylating capability of the AGC family of protein kinases. 

These claims cover all compounds having this characteristic or property, 
whereas the application provides supper): within the meaning of Article 6 
PCT and/or disclosure within the meaning of Article 5 PCT for only a very 
limited number of such compounds, nme*.y the PRK2 interacting factor and 
derivatives thereof (PIF), already kno^n in the art. In che present case, 
the claims so lack support, tirti tfe ajrp'.* cation so lacks disclosure, that 
a meaningful search over the /hole of the claimed scope is inpossible. 
Independent of the above reasoning, the claims also lack clarity (Article 
6 PCT). An attempt is made to define the compounds by reference to a 
result to be achieved. Again, this lack of clarity in the present case is 
such as to render a meaningful search "for these claims impossible. 

Independent claim 17 has not been searched. This claim 17 is 
characterised by "using molecular TOQe'.ling means", without technically 
limiting the characterisation of i;ui al gory thro or computer 1 program 
listing. 



Independent claim 43 i: 
hence not be searched.. 



a method clai;? :^pnved of methoa seeps and can 



Consequently, with respect to claims 25,27,31-33, 46-48, 61-63 no 

search has been carried ojt. 

With respect to the method claims the seurcn has been carried out for the 
inventions inasfar as they describe the underlying biological research 
and their use in screening methods. In so far as searchable the 
subject-matter af all separately kiontvMeti inventions have been covered 
by the search. 

Subject-matter not searched (Claims U-?.) % 26,27,31-33, 43 and 46-48, 
61-63 has riot been assigned Li any o* :nv .jcn-unity sufoejets. 

The applicant's attention is o.^awn to the fact that claims, or parts of 
claims, relating xo inventions *n "aspec-: cf which no international 
search report has been established neeH not the subject of an 
international preliminary examination «Rui* 66.1(e) PCT). The applicant 
is advised that the EPO policy when acting as an Internationa] 
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Preliminary Examining Authority is normally 
preliminary examination on matter whc.i Ins 
the case irrespective of whether or not the 



not to carry out a 
not been searched, 
claims are amended 



receipt of the search report or during any Chapter II procedure. 



This is 
fol lowing 
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This International Searching Authority found multiple (groups of) 
inventions in this international application, as follows: 

1. Claims: 1-9 entirely and 26-29, 44, 45 in part 

Screening method involving modulation of kinase activity of 
PKA like kinases, determining an influence on binding to the 
kinase of an interacting polypeptide and preparations and 
kits for executing the screening method. 



2. Claims: 10-14 entirely and 26-^9* 44, 45 in part 

Screening method involving modulation of kinase activity of 
PKA like kinases, determining an influence on binding to the 
kinase of an interacting polypeptide and involving measuring 
of phosphorylating activity on a substrate of less then 400 
amino acid residues and preparations and kits for executing 
the screening method 



3. Claims: 15,16 entirely 2nd 25-25', 41. 45 in part 

Screening method involving modulation of kinase activity of 
Pi(A like kinases and measuring of phosphorylating activity 
on a substrate of less then 406 amino acid' residues and 
preparations and kits for executing the screening method. 



4. Claims: 22-25 

Mutated protein PKA like protein kinases 



5. Claims: 30 entirely and 25-29, 44, 4: in part 

Screening method involving nxdult.tion of kinase activity of 
PpKl and involving r,!3a:^r;ng of yhosphorylati.ig activity on 
Thr412 of P70 SG kinase c,s substrate and preparations and 
kits for executing th3 sereer.ir.g method 



6. Claims: 34-42, 49, 50 

Polypeptides comprising F/T-X-X-F/Y, polynucleotides 
encoding them, host cells comprising them and methods of 
making them. 



7. Claims: 51-55 entirely and 2b , 44, 45, 
53 and 59 



Screening method involving modulation of kinase activity of 
PKA like kinases and measuring of differential 
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phosphorating activity op a substrate binding to the PKA 
like hydrophobic pocket and on a substrate not binding to 
the PKA like hydrophobic pocket and preparations and kits 
for executing the screening metnod. 



8. Claims: 56 and 57 entirely and 26-27, 44, 45 , 
58 and 59 in part 



Screening method involving modulation of kinase activity of 
ci mutated PKA like kinase and Measuring of phosphorylating 
activity on a substrate preparations and kits for executing 
trie screening methoG.. 
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